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Figure 6(a) HK-16-P2
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SHM'T INHIBITORS

RELATED APPLICATIONS

This application 1s a continuation of U.S. application Ser.
No. 15/552,442, filed Aug. 21, 2017, which 1s the U.S.
National Stage of International Application No. PCT/
US2016/021870, which designated the United States and
was liled on Mar. 10, 2016, published 1n English, which
claims priority to U.S. Provisional Ser. No. 62/131,205, filed
Mar. 10, 2015. The content of the foregoing applications is
incorporated herein by reference 1n 1ts entirety.

STATEMENT OF GOVERNMENT SUPPORT

This 1nvention was made with government support under
Subaward #4769 from Rutgers, the State University of New
Jersey, under its Prime Award No. CA163591 awarded by
the National Institutes of Health. The government has cer-
tain rights in the invention.

BACKGROUND OF THE DISCLOSURE

Serine catabolism 1s mitiated by serine hydroxymethyl-
transferase (SHM'T) activity, catalyzed in the cytosol by
SHMT1 and in the mitochondria by SHMT2. SHMTs cata-
lyze a reversible reaction converting serine to glycine, with
concurrent methylene-tetrahydrofolate (THF) generation.
Increased SHMT enzyme activity has been detected in
human colon cancer and 1n rat sarcoma.

SHMT functions to generate one-carbon units for cellular
folate metabolism. Inhibition of other aspects of folate
metabolism 1s an established mechanism of therapy for a
variety ol cancers and autoimmune diseases. However,
existing anti-folates are characterized by dose-limiting tox-
icity that limaits their effectiveness in cancer therapy and their
tolerability 1n autoimmune disease.

Hypoxia occurs 1n the tumor environment, and the mito-
chondnal form of SHMT, SHMT2, 1s induced under hypoxic
stress. SHM'T expression may help tumor cells survive under
hypoxic conditions, thus promoting cancerous cell growth,
survival and metastasis.

Hypoxic cells are generally more resistant to radiation and
chemotherapy treatment, further permitting the tumor to
grow and metastasize. SHMT2 overexpression has been
observed 1n various different cancers, including neuroblas-
toma, bladder cancer, colorectal cancer, kidney cancer, eftc.

SUMMARY OF THE DISCLOSURE

There 1s a need 1n the art for eflective treatments for
cancer and other conditions, such as autoimmune disease.
Without being bound by theory, SHMT enzymes are an
attractive target and SHMT inhibitors such as inhibitors of
SHMT1 and/or SHMT2, (e.g., selective inhibitors of
SHMT2 and/or SHMT1) are suitable for a variety of pur-
poses, such as to mhibit SHMT activity 1in vitro and/or in
vivo. Such inhibitors may act additively or synergistically
with other anti-folate compounds, such as to treat cancer and
autoimmune disease.

The present disclosure provides compounds, composi-
tions and methods, as described herein. In certain embodi-
ments, the compounds of the disclosure are inhibitors of
mammalian SHMT activity, such as mammalian SHMT]
and/or mammalian SHMT2 (e.g., human SHMT1 and/or
human SHMT2). Compounds of the disclosure may be
provided 1n 1solated or substantially purified form, including,
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as a substantially pure stereoisomer, enantiomer, diaste-
reomer, atropisomer, and/or may be provided as composi-
tions, such as pharmaceutical compositions.

In one aspect, the disclosure provides methods for treating,
a cancer or autoimmune condition, such as a cancer or
autoommune condition associated with SHMT activity and/
or associated with alterations 1n mitochondrial {folate
metabolism. In some embodiments, the cancer or autoim-
mune condition 1s associated with mitochondrial dysfunc-
tion, such as alterations 1n mitochondrial folate metabolism.
In some embodiments, the cancer or autoimmune conditions
1s characterized by the presence of one or more cells or
tissues having mutations in, for example, myc or a protein
important for proper mitochondrnial function. Exemplary
methods include monotherapy, in which a mammalian
patient 1n need thereof 1s administered an SHMT 1nhibitor
that inhibits activity of a mammalian SMHT2 and/or
SHMT1. Further exemplary methods include methods 1n
which an SHMT 1inhibitor that inhibits activity of a mam-
malian SHMT2 and/or SHMT1 1s administered as part of a
therapeutic regime with one or more additional agents or
therapeutic modalities.

When multiple agents and/or treatment modalities are
used as part of the therapeutic method, each such agent may
be administered, imndependently, at the same or differing
times. Similarly, when multiple agents and/or treatment
modalities are used as a part of the therapeutic method, each
such agent may be administered, independently, using the
same or differing routes of administration and/or formula-
tions. All such methods contemplate administration of a
compound or a pharmaceutical composition of the disclo-
sure, whether described generally by function as an SHMT
inhibitor, or whether described using one or more structural
and/or functional features, as set forth herein.

In certain embodiments, the method of treatment (whether
as part ol a monotherapy or therapeutic regimen) comprises
administering to a mammalian subject 1n need thereof, a
compound of Formula (VI) (such as VIa or VIb), as
described heremn. Similarly contemplated are methods 1n
which a pharmaceutical formulation comprising such a
compound 1s used. Also contemplated are methods compris-
ing administering to a mammalian subject 1n need thereof a
compound of Formula (I) (such as Ia or Ib), (II) (such as Ila
or IIb), (III) (such as Illa or I1Ib), (IV) (such as IVa or IVb),
or (V) (such as Va or Vb), either as a monotherapy or a
combination therapy.

In certain embodiments, the method comprises adminis-
tration of two or more agents (e.g., an SHM'T inhibitor and
a second agent or treatment modality). In certain embodi-
ments, the second agent 1s another anti-cancer therapeutic
agent, such as a chemotherapeutic agent, an anti-folate,
radiation therapy, or the then standard of care for the
particular cancer or autoimmune condition being treated. In
certain embodiments, the second agent 1s a rescue therapy
intended to help reduce toxicity or otherwise limit side
ellects. Such rescue therapy may be used alone with the
SHMT inhibitor or together with another anti-cancer agent,
such as a traditional anti-folate. Exemplary rescue therapies
and other therapeutic modalities are described herein. When
multiple agents to treatment modalities are used as part of a
therapeutic regimen, they may be administered as the same
or differing times. For example, a compound of the disclo-
sure, such as a SHM'T inhibitor, may be administered before,
at the same time, or following administration of another
agent, mcluding a rescue therapy.

In certain embodiments, the cancer 1s a cancer of a
particular tissue, and tumors or cancerous tissue may include
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cells comprising one or more mutations in, for example, myc
or 1n another gene where the mutation 1s associated with
mitochondrial dysfunction, such as mutations associated
with alterations in mitochondrial folate metabolism. It 1s
appreciated that tumors and cancerous tissues are typically
heterogenous, such that not all cells 1n a tumor will have the

same mutational status. Rather, one or more cells of the
tumor or cancerous tissue contain such a mutation 1 a
mitochondrial enzyme or otherwise associated with altera-
tions 1n mitochondrial metabolism, such as mitochondrial
folate metabolism.

In another aspect, the disclosure provides compounds
represented by formula (1), (Ia), or (Ib), or pharmaceutically
acceptable salts or stereoisomers thereof, wherein the vari-
ables are defined as described herein. In certain embodi-
ments, such compounds are capable of inhibiting SHMT
activity, such as SHMT12 and/or SHMT1 activity (e.g.,

mammalian SHMT1 and/or mammalian SHMT?2, such as
human SHMT1 and/or human SHMT2). In certain such
embodiments, such compounds are selective inhibitors of
SHMT?2 and/or SHMT1. Of note, inhibitory activity may be
evaluated 1n vitro and/or 1n vivo.

In one aspect, the disclosure provides compounds repre-
sented by general formula (II), (Ila), or (IIb), or pharma-
ceutically acceptable salts or stereoisomers thereol, wherein
the variables are defined as described herein. In certain
embodiments, such compounds are capable of inhibiting
SHMT activity, such as SHMT2 and/or SHMT1 activity
(e.g., mammalian SHMT1 and/or mammalian SHMT2, such
as human SHMT1 and/or human SHMT?2). In certain such
embodiments, such compounds are selective inhibitors of
SHMT?2 and/or SHMT1. Of note, inhibitory activity may be
evaluated 1n vitro and/or 1n vivo.

In one aspect, the disclosure provides compounds repre-
sented by general formula (I1I), (IIIa), or (11Ib), or pharma-
ceutically acceptable salts or stereoisomers thereof, wherein
the variables are defined as described herein. In certain
embodiments, such compounds are capable of inhibiting
SHMT activity, such as SHMT2 and/or SHMT1 activity
(e.g., mammalian SHMT1 and/or mammalian SHMT?2, such
as human SHMT1 and/or human SHMT2). In certain such
embodiments, such compounds are selective inhibitors of
SHMT2 and/or SHMT1. Of note, inhibitory activity may be
evaluated 1n vitro and/or 1n vivo.

In one aspect, the disclosure provides compounds repre-
sented by general formula (IV), (Iva), or (IVb), or pharma-
ceutically acceptable salts or stereoisomers thereof, wherein
the variables are defined as described herein. In certain
embodiments, such compounds are capable of inhibiting
SHMT activity, such as SHMT2 and/or SHMT1 activity
(e.g., mammalian SHMT1 and/or mammalian SHMT12, such
as human SHMT1 and/or human SHMT?2). In certain such
embodiments, such compounds are selective inhibitors of
SHMT2 and/or SHMT1. Of note, mhibitory activity may be
evaluated 1n vitro and/or 1n vivo

In one aspect, the disclosure provides compounds repre-
sented by general formula (V), (Va), or (Vb), or pharma-
ceutically acceptable salts or stereoisomers thereof, wherein
the variables are defined as described herein. In certain
embodiments, such compounds are capable of inhibiting
SHMT activity, such as SHMT2 and/or SHMT1 activity
(e.g., mammalian SHMT1 and/or mammalian SHMT12, such
as human SHMT1 and/or human SHMT?2). In certain such
embodiments, such compounds are selective inhibitors of

SHMT?2 and/or SHMT1. Of note, inhibitory activity may be
evaluated 1n vitro and/or 1n vivo
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In one aspect, the disclosure provides compounds repre-
sented by general formula (VI), (VIa), or (VIb), or pharma-
ceutically acceptable salts or stereoisomers thereof, wherein
the variables are defined as described herein. In certain
embodiments, such compounds are capable of nhibiting
SHMT activity, such as SHMT2 and/or SHMT1 activity
(e.g., mammalian SHMT1 and/or mammalian SHMT2, such
as human SHMT1 and/or human SHMT2). In certain such
embodiments, such compounds are selective inhibitors of
SHMT?2 and/or SHMT1. Of note, inhibitory activity may be
evaluated 1n vitro and/or 1n vivo

In certain embodiments, compounds of any of formulae
(D)-(VI), (Ia)-(VIa), or (Ib)-(VIb) may be described based on
any combination of structural and/or functional features
provided herein.

In another aspect, the disclosure provides pharmaceutical
compositions comprising a compound of the disclosure
(e.g., a compound of any of formulae (I)-(VI), (Ia)-(VIa), or
(Ib)-(VIb), or a pharmaceutically acceptable salt thereof)
formulated with one or more pharmaceutically acceptable
carriers and/or excipients.

In another aspect, the disclosure provides compounds of
tformulae (I)-(VI), (Ia)-(VIa), or (Ib)-(VIb), or pharmaceu-
tically acceptable salts or stereoisomers of any of the fore-
going, or pharmaceutical compositions comprising any one
of the foregoing, for use as a medicament.

In another aspect, the disclosure provides numerous meth-
ods of using compounds of the disclosure alone or in
combination with other agents or treatment modalities.
Compounds of the disclosure (e.g., a compound of any of
tformulae (I)-(VI), (Ia)-(VIa), or (Ib)-(VIb)) may be used 1n
any of the 1 vitro and/or 1n vivo methods described herein.
In certain embodiments, the method 1s a method of treating
cancer. In certain embodiments, the method 1s a method of
treating an autoimmune condition.

In another aspect, the disclosure provides method for
treating cancer or an autoimmune disorder. The method
comprises administering to a mammalian subject 1n need
thereol an eflective amount of an SHM'T inhibitor. In certain
embodiments, the method comprises administering (either

before, at the same time, or after) one or more additional
agents, such as a rescue therapy to reduce toxicity.

In certain embodiments, SHMT inhibitor 1s an inhibitor of
SHMT2 and SHMT1. In certain embodiments, the cancer or
autoimmune condition 1s associated with alterations 1n mito-
chondrial folate metabolism.

In certain embodiments, the method 1s a method of
treating cancer. In certain embodiments, the cancer com-
prises a mutation or alteration that aflects mitochondrial
metabolism, such as a mutation or alteration 1n a mitochon-
drial folate pathway gene. By “cancer comprises” 1t 1s
understood that one or more cells of the tumor or cancerous
tissue contain the mutation or alteration. In certain embodi-
ments, the cancer comprises a mutation or alteration in

SHMT2, MTHFD2, MTHFD2I.,, MTHFDI1L, fumarate
hydratase (FH), SLC25A32, KEAP1, or NRF2, or the
patient otherwise has such a mutation or alteration in non-
cancerous tissue.

In certain embodiments, the method 1s for treating an
autoimmune disorder. In certain embodiments, the autoim-
mune disorder 1s selected from rheumatoid arthritis, derma-
tomyositis, psoriasis, lupus, sarcoidosis, Crohn’s disease,
eczema, or vasculitis. In certain embodiments, the subject 1n
need thereof comprises a mutation or alteration that aflects
mitochondrial metabolism, such as a mutation or alteration
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in a mitochondrial folate pathway gene. In certain embodi-
ments, the subject 1n need thereol comprises activation of
mitochondrial metabolism.

In certain embodiments, of any ol the foregoing or

6

alkyl, substituted or unsubstituted cycloalkyl, substituted
or unsubstituted heterocyclyl, substituted or unsubstituted

aryl, or substituted or unsubstituted heteroaryl.
The disclosure contemplates combinations of any of the

following, the SMHT inhibitor comprises a compound of 5 aspects and/or embodiments described herem. Compounds

Formula (VI) or a pharmaceutically acceptable salt thereof:

Formula (VI)

wherein:

R° R' and R* are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR'!,

—S(0),R", —S(O),NR'"R"*, —OR'', —OC(O)R",
—C(O)OR"?, —C(O)R'', —C(O)NR'"R'*, —NR'°R"?,
—NR")C(O)R", —NS(0O),R'*, substituted or unsub-
stituted C,-C, alkyl, substituted or unsubstituted cycloal-
kyl, substituted or unsubstituted heterocyclyl, substituted

or unsubstituted aryl, substituted or unsubstituted het-
croaryl substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubsti-
tuted C,-C, haloalkyl, or substituted or unsubstituted
C,-C, haloalkoxy;

R’ is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SORY, —S(0),R"", —S(0),NR'“R"*, —OR"', —OC
(OR'?, —C(O)OR'?, —C(O)R'", —C(ONR'"R",
—NR'"R", —NR")C(O)R", —NS(0O),R"**, substi-
tuted or unsubstituted C,-C, alkyl, substituted or unsub-
stituted cycloalkyl, substituted or unsubstituted heterocy-
clyl, substituted or unsubstituted aryl, substituted or
unsubstituted heteroaryl, substituted or unsubstituted ary-
lalkyl, substituted or unsubstituted heteroarylalkyl, sub-
stituted or unsubstituted C, -C haloalkyl, or substituted or
unsubstituted C, -C, haloalkoxy;

R* is selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted
or unsubstituted aryl, substituted or unsubstituted het-
croaryl, substituted or unsubstituted arylalkyl, or substi-
tuted or unsubstituted heteroarylalkyl;

R>, R° and R’ are each independently selected from —H,
—C(O)R", substituted or unsubstituted C,-C, alkyl, sub-
stituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, substituted or unsubstituted heteroaryl, sub-
stituted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl, or R is selected from any
of the foregoing and R® and R’ taken together with the
nitrogen atom to which they are attached form a substi-
tuted or unsubstituted 3-6 membered ring;

each occurrence of R'' is independently selected from
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl; and

each occurrence of R'® and R'# is each independently
selected from —H, substituted or unsubstituted C,-C
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of the disclosure may be described based on any suitable
combination (e.g., as valence and stability permit) of struc-
tural and/or functional properties provided herein. For

example, any of the compounds described herein, such as
any of the SHMT inhibitors (e.g., compounds that inhibit

activity of mammalian SHMT?2 and/or SHMT1) described
herein, may be used in the treatment of any of the conditions
described herein, such as by administering an eflective
amount to a subject in need thereof. Similarly, any of the
compounds described herein may be provided as composi-
tions, such as pharmaceutical compositions, and any such
pharmaceutical compositions may be used in the treatment
of any of the conditions described herein. Similarly, com-
pounds or compositions of the disclosure may be used in
vivo or 1n vitro, such as in any of the methods, described
herein.

DETAILED DESCRIPTION OF THE DRAWINGS

FIG. 1: Deuterated serine (2,2,3-°H serine) isotopic label-
ing into deoxythymidine phosphates reveals mitochondrial
versus cytosolic compartmentalization of serine metabo-
lism. FIG. 1(a) Mitochondrial serine metabolism, utilizing
the mitochondrial 1soform of serine hydroxymethyl trans-
terase (SHMT2), generates one-carbon units via a formate
intermediate resulting in a single deuteron being incorpo-
rated mto dTMP. Conversely, when serine 1s metabolized by
the cytosolic 1soform of serine hydroxymethyl transierase
(SHMT1), both deuterons on the carbon atom are retained
and incorporated mto dTMP. FIG. 1(b) Isotope labeling
pattern of deoxythymidine triphosphate (dTTP) in SHMTI1
and SHMT2 deletion human cell lines. Wild type (W) and
SHMT1 deletion cells exclusively utilize the mitochondrial
pathway to metabolize serine. For each of M, M+1 and M+2,
the bars depict, from left to right, data from wild type,
SHMT1 deletion cell lines, and SHMT?2 deletion cell lines.

FIG. 2: Inhibition of SHMT2 1n cells decreases serine
metabolism and leads to one-carbon stress. FIG. 2(a)
Genetically engineered SHMT2 deletion cell lines show
high constitutive levels of 5-aminoimidazole-4-carboxam-
ide ribonucleotide (AICAR), a marker for one-carbon unit
stress. This can be rescued by exogenous treatment with
sodium formate. FIG. 2(b) Treatment of human cells
expressing SHM'T2 for 24 hours with HK-16, an inhibitor of
SHMT2, results in AICAR accumulation 1n a dose-depen-
dent manner. (*) indicates AICAR was below the limit of
detection. FIG. 2(¢) SHMT serine metabolic activity 1n
human cells 1s inhibited by HK-16, an inhibitor of SHMT?2.
Uniformly labeled serine 1s metabolized into various 1sop-
tomers mn WT cells by the forward and reverse enzymatic
activity of SHMT. This process 1s inhibited in cells by
HK-16 1n a dose-dependent manner.

FIG. 3: Selective mhibition of human SHMT by racemic
pyrazolopyran compounds. FIG. 3(a) Parent pyrazolopyran
GDO7 shows weak mhibitory activity against recombinant
human SHMT2 1n an in vitro coupled enzymatic assay as
measured at a single time point. FIG. 3(5) Inhibition of
enzyme activity (using calculated percent inhibition) by
potent pyrazolopyran compounds described 1n this disclo-
sure against human SHMT2 in an 1n vitro assay. FIG. 3(c)
Pyrazolopyrans that show activity against SHMT2 1n vitro
do not mnhibit human MTHFD2 1n enzymatic assays.
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FIG. 4: Pyrazolopyran inhibitors are enantiomerically
specific. FIG. 4(a) Compound HK-16 was enantiomerically

resolved by HPLC to two pure fractions, “Peak 17 and
“Peak 2”. The anti-SHM'T2 activity of HK-16 was confined
to the enantiomer represented by “Peak 2”7 (PK-2). FIG. 4(b)
The enantiomer 1n “Peak 2” 1s also active against SHMT1 1n
an 1n vitro enzyme assay.

FIG. 5: Enantiomerically pure “Peak 2” inhibits human
cell growth. FIG. 5(a) Growth of human HEK293T cells 1n
this assay was not appreciably inhibited by enantiomer
“Peak 17. FIG. 5(b) Cell growth was mnhibited in a dose-
dependent manner by the enantiomer (“Peak 27) of the
SHMT inhibitor HK-16.

FIG. 6: Cell growth inhibitory eflects of varying concen-
trations of compounds HK-16-P2 and HK-16-P1, versus
vehicle, 1n human embryonic kidney HEK293T cells. FIG.
6(a) shows that Compound HK-16-P2 (Peak 2) 1s active 1n
wild-type HEK293, SHMT2 knock-out HEK293 cells, and
MTHFD2 knock-out HEK293T cells; FIG. 6(b) shows that
HK-16-P1 (Peak 1) has significantly less or no effect in
wild-type HEK293, SHMT2 knock-out HEK293 cells, and
MTHFD2 knock-out HEK293T cells. Cell lines deficient 1n
mitochondrial folate enzymes (generated using CRISPR-
Cas9 editing) or otherwise associated with alterations 1n
mitochondrial folate metabolism demonstrate increased sen-
sitivity to inhibition.

FI1G. 7. Cell growth inlibitory eflects of varying concen-
trations of compounds HK-16-P1 and HK-16-P2, versus
vehicle, n 8988T pancreatic cancer cells and HCT116
human colon carcinoma cells. FIG. 7(a) shows that HK-16-
P2 inhibits cancer cell growth. The cancer cells, such as the
8988T pancreatic cancer cells, which harbors a mutation 1n
the downstream mitochondral folate enzyme MTHFDI1L, 1s
significantly more sensitive to HK-16-P2 than cell lines
without such a mutation (e.g., with seemingly native expres-
sion and/or activity of the mitochondnal folate pathway
and/or of mitochondrial metabolism). FIG. 7(5) shows that
HK-16-P1 (peak 1) does not inhibit cell growth in HCT116
cell lines. Thus, while the SHMT inhibitor has activity
across multiple cancer cell lines, certain cancers appear
particularly sensitized (e.g., those associated with alterations
in mitochondrial folate metabolism).

FIG. 8. An example of the rescue effect of formate 1n cells
treated with pyrazolopyran compounds. The inhibitory
cellects of compound HK-16-P2 (Peak 2) at 10 uM 1n
HEK293T cells were rescued upon co-culturing cells with
formate at 1 mM.

DETAILED DESCRIPTION OF TH.
DISCLOSURE

(Ll

A. Overview

Serine hydroxymethyltransferase (SHMT) 1s an enzyme
which plays an important role in cellular one-carbon path-
ways by catalyzing the reversible conversions of L-serine to
glycine. In addition, SHMT catalyzes the conversion of
tetrahydrofolate to 35,10-methylenetetrahydrofolate (e.g.,
SHMTs catalyze a reversible reaction converting serine to
glycine, with concurrent methylene-tetrahydrofolate
(meTHF) generation). SHMT enzymatic activity provides
the largest part of the one-carbon units available to the cell.
In mammals, such as humans, there are two 1soforms of
SHMT:SHMT1 1n the cytosol and SHMT2 1n the mitochon-
dria.

The mammalian enzyme 1s a tetramer of four i1dentical
subunits of approximately 50,000 Daltons each. The intact
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holoenzyme 1n vivo has a molecular weight of approxi-
mately 200,000 Daltons and incorporates four molecules of
vitamin/B, as a coenzyme.

Human beings have an absolute dietary requirement for
folic acid, the essential cofactor for one-carbon metabolism,
and adequate levels are necessary for both normal embryo-
logical development and adult tissue function. It has long
been recognized that proliferative tissues are particularly
dependent upon one-carbon metabolism, and this led to the
development of the first eflective chemotherapy, the anti-
folates. These agents, including methotrexate, and the more
recently approved pemetrexed, are routinely used in the
treatment of a variety of cancers, including non-small cell
lung cancer (NSCLC), osteosarcoma, mesothelioma, breast
cancer, and multiple hematological malignancies. However,
the utility of these medications 1s limited by toxicities
arising from antifolate activity in normal tissue, which
include anemia, neutropenia, diarrhea, and alopecia. These
toxicities often necessitate administration of leucovorin as a
rescue therapy, although new evidence suggests that folate
rescue therapy combined with traditional anti-folates may
contribute to drug resistance. These traditional antifolate
therapies are believed to function mainly through imnhibition
of the cytosolic folate enzymes dihydrofolate reductase
(DHFR) and thymidylate synthetase (TS), resulting 1in
impaired DNA synthesis and impaired cellular replication.
This model 1s consistent with the toxicity profiles observed
in patients who receive antifolate therapies. In contrast,
modulation of serine flux and/or folate metabolism via
inhibition of SHMT may provide the benefits of traditional
antifolate therapies without the deficiencies of an approach
based on inhibiting DHFR and/or TS (e.g., traditional anti-
folates; alternative anti-folates). Moreover, rescue therapy
can still b e used, 1n combination, to help further decrease or
manage toxicity. The present disclosure provides methods
and compositions suitable for treating cancer and autoim-
mune conditions, including 1n subjects having mutations or
alterations affecting mitochondrial function or a mitochon-
drial folate pathway. Without being bound by theory, even 1n
subjects without known alterations 1n mitochondrial
metabolism, SHMT inhibitors are suitable for altering folate
metabolism, and thus, depriving cells of the energy neces-
sary to fuel pathological growth and activity. Accordingly,
these agents that modulate folate metabolism 1n the mito-
chondria and, potentially, 1n the cytoplasm, have significant
utility 1n modulating cell behavior 1n numerous contexts
including cancer and autoimmune conditions.

Folate metabolism occurs as a cycle between two 1inter-
connected pathways: one 1n the cytosol, which directly
contributes one-carbon (1C) units to cellular biosynthetic
processes, and one in the mitochondria. The pathways are
connected by the metabolites serine, glycine, and formate.
Since most studies on folate metabolism initially revolved
around the actions of antifolate therapy and the cellular
pathophysiology of folate/vitamin B12 deficiency, both of
which were believed to involve cytosolic enzymes, the role
of the mitochondrial pathway in regulating 1C metabolism
was underappreciated until much later. Since its elucidation,
however, 1t has been shown that folate metabolism 1n the
mitochondrial compartment i1s central to eukaryotic 1C
metabolism and 1s an original source for the majority of 1C
units 1 the ftissue systems studied to date. In cancer,
mitochondral serine hydroxymethyl transferase (SHMT2)
and the immediate downstream enzyme, mitochondrial
methylene tetrahydrofolate dehydrogenase (MTHFED2),
which forms the core of the mitochondrial pathway, are
highly expressed i multiple cancer types. In contrast,
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expression of SHMT?2 1n normal adult tissue was found to be
consistently low, even in most rapidly proliferating tissues
examined. In a separate study, high SHMT2 expression
correlated with lower overall survival in lung cancer
patients, and overexpression of this pathway was associated
with a poor prognosis in breast cancer.

Without being bound by theory, high expression of core
mitochondrial folate enzymes 1n cancer 1s consistent with
the role of serine flux (which provides these 1C units)
through the mitochondria in cancer. A potential outcome of
higher serine flux through this compartment 1s increased
export of formate from the mitochondra, eflectively aug-
menting the cytosolic 1C pool. In addition, and without
being bound by theory, roles for SHMT2 in cancer may also
include a non-biosynthetic role of mitochondrnial folate
metabolism 1n cancer as a redox defense through generation
of NADPH within the mitochondna (e.g., such as a defense
to hypoxic conditions). In addition, and without being bound
by theory, the role for SHMT?2 in cancer may also include a
non-1C metabolism biosynthetic contribution 1n the form of
glycine generation both specifically localized to within the
mitochondria and 1n the cytosol. Glycine synthesis can
support mitochondrial health and function as well as the
redox state of the entire cell.

Modulation of folate metabolism 1s suitable for therapeu-
tic 1tervention, such as in cancer. The present disclosure
provides inhibitors of SHMT?2 and/or SHMT1. Such inhibi-
tors represent an alternative to traditional anti-folates or
anti-folates that directly inhibit DHFR or TS for modulating
folate metabolism 1n cells 1n vitro and/or 1n vivo. Thus, 1n
certain embodiments, the disclosure provides compounds,
compositions and methods for modulation of serine flux
and/or folate metabolism using 1nhibitors, such as selective
inhibitors, of mammalian SHMT enzymes. In certain
embodiments, the disclosure provides compounds and meth-
ods to modulate (e.g., inhibit) serine flux and/or the mito-
chondnal folate pathway by mnhibiting SHMT?2 (e.g., using
inhibitors of SHMT2; providing compounds capable of
inhibiting SHMT?2). Such inhibitors may optionally also
inhibit SHMT1. Similarly, 1n certain embodiments, the dis-
closure provides compounds and methods to modulate (e.g.,
inhibit) generation of NADPH by inhibiting SHMT2 (e.g.,
using inhibitors of SHMT2; providing compounds capable
of mnhibiting SHMT2). Such inhibitors may optionally also
inhibit SHMT1. In certain embodiments, the disclosure
provides compounds and methods for modulating (e.g.,
inhibiting) glycine generation in the mitochondria and/or
cytosol 1n cells. Accordingly, the disclosure provides, 1n
certain embodiments, compounds capable of inhibiting a
mammalian SHMT enzyme (e.g., SHMT2 and/or SHMT1),
as well as methods for using such compounds. In certain
embodiments, such inhibitors of a mammalian SHMT?2
and/or SHMT1 are selective mnhibitors for SHMT enzymes
(e.g., the compounds show selectivity for SHMT enzymes
over DHFR and/or TS and/or MTHFD?2). In certain embodi-
ments, suitable inhibitors of mammalian SHMT2 and/or
SHMT1 do not substantially inhibit the activity of DHFR
and/or TS and/or MTHFD2.

These SHMT inhibitors are useful 1in numerous in vitro
and 1n vivo applications, as described herein, including 1n
the treatment of cancer and other hyperproliferative condi-
tions, as well as 1n the treatment of autormmune disorders,
particularly those caused or exacerbated by proliferation or
increased metabolic activity of immune cells. In certain
embodiments, SHMT inhibitors are useful in cancers or
other contexts that are associated with alterations 1n mito-
chondrial metabolism, such as mitochondrial folate metabo-
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lism (e.g., cancers that contain alterations in genes associ-
ated with mitochondrial metabolism). Without being bound

by theory, such cancers seem to be particularly sensitized to
SHMT 1inhibitors.

B. Definitions

Unless otherwise defined herein, scientific and technical
terms used in this application shall have the meanings that
are commonly understood by those of ordinary skill 1n the
art. Generally, nomenclature used 1n connection with, and
techniques of, chemistry, cell and tissue culture, molecular
biology, cell and cancer biology, immunology, and pharma-
cology, described herein, are those well known and com-
monly used 1n the art.

Chemistry terms used herein are used according to con-
ventional usage in the art, for example as exemplified by
“The McGraw-Hill Dictionary of Chemical Terms”, Parker
S., Ed., McGraw-Hill, San Francisco, Calif. (1985).

All of the above, and any other pubhca‘uons patents and
published patent applications referred to in this disclosure
are specifically incorporated by reference herein. In case of
contlict, the present disclosure, including its specific defi-
nitions, will control.

The term “‘alkoxy” refers to an oxygen atom having an
alkyl group attached thereto. Representative alkoxy groups
include methoxy, ethoxy, propoxy, tert-butoxy and the like.
The term “‘alkyl” refers to a saturated aliphatic groups,
including straight-chain alkyl groups, and branched-chain
alkyl groups. In preferred embodiments, a straight chain or
branched chain alkyl has 30 or fewer carbon atoms 1n its
backbone (e.g., C,-C;, for straight chains, C;-C,, for
branched chains), and more preferably 20 or fewer. In
certain embodiments, alkyl groups are lower alkyl groups,
¢.g., methyl, ethyl, n-propyl, 1-propyl, n-butyl and n-pentyl.
In certain embodiments, a straight chain or branched chain
alkyl has 30 or fewer carbon atoms in its backbone (e.g.,
C,-C,, Tor straight chains, C,-C,, for branched chains). In
preferred embodiments, the chain has ten or fewer carbon
(C,-C,) atoms 1n 1ts backbone. In other embodiments, the
chain has six or fewer carbon (C,-C,) atoms 1n 1ts backbone.

Moreover, the term “alkyl” (or “lower alkyl”) as used
throughout the disclosure, examples, and claims 1s intended
to include both “unsubstituted alkyls” and “substituted
alkyls”, the latter of which refers to alkyl moieties having
substituents replacing a hydrogen on one or more carbons of
the hydrocarbon backbone.

Such substituents can include, for example, a halogen, a
hydroxyl, a carbonyl (such as a carboxyl, an alkoxycarbo-
nyl, a formyl, or an acyl), a thiocarbonyl (such as a thioester,
a thioacetate, or a thioformate), an alkoxyl, an alkylthio, an
acyloxy, a phosphoryl, a phosphate, a phosphonate, an
amino, an amido, an amidine, an 1mine, a cyano, a nitro, an
azido, a sulthydryl, an alkylthio, a sulfate, a sulionate, a
sulfamoyl, a sulfonamido, a sulfonyl, a heterocyclyl, an
aralkyl, or an aryl or heteroaryl moiety.

The term “arylkyl”, as used herein, refers to an alkyl
group substituted with one or more aryl groups.

The term “aryl”, as used herein, include substituted or
unsubstituted single-ring aromatic groups in which each
atom of the ring 1s carbon. Preferably the ring 1s a 5- to
7-membered ring, more preferably a 6-membered ring. Aryl
groups include phenyl, phenol, aniline, and the like.

The terms “nitrile” or “cyano,” as used herein, refers to
—CN.

The term “cycloalkyl”, as used herein, refers to the radical

of a saturated aliphatic ring. In preferred embodiments,
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cycloalkyls have from 3-10 carbon atoms in their ring
structure, and more preferably from 5-7 carbon atoms 1n the
ring structure. Suitable cycloalkyls include cycloheptyl,
cyclohexyl, cyclopentyl, cyclobutyl and cyclopropyl. The
terms “halo” and “halogen”, as used herein, means halogen
and includes chloro, fluoro, bromo, and 10do.

The term “haloalkyl”, as used herein, means an alkyl
group substituted with one or more halogens. When more
than one halogen 1s present, the halogens may be the same
or different. For examples, haloalkyl groups include, but are
not limited to, fluoromethyl, difluoromethyl, trifluorom-
cthyl, chlorodifluoromethyl, 2,2,2-trifluoroethyl, pentatluo-
roethyl, and the like.

The term “haloalkoxy”, as used herein, means an alkoxy
group substituted with one or more halogens. When more
than one halogen 1s present, the halogens may be the same
or different. For examples, haloalkyl groups include, but are
not limited to, difluoromethoxy, trifluoromethoxy, 2,2,2-
tritfluoroethoxy, pentatluoroethoxy, and the like.

The term “heteroarylakyl”, as used herein, refers to an
alkyl group substituted with a heteroaryl group.

The term “heteroaryl” includes substituted or unsubsti-
tuted aromatic single ring structures, preferably 5- to
7-membered rings, more preferably 3- to 6-membered rings,
whose ring structures include at least one heteroatom (e.g.,
O, N, or S), preferably one to four, or one to 3 heteroatoms,
more preferably one or two heteroatoms. When two or more
heteroatoms are present 1n a heteroaryl ring, they may be the
same or different. For examples, heteroaryl groups include,
but are not limited to, pyrrole, furan, thiophene, 1imidazole,
tetrazole, oxazole, thiazole, pyrazole, pyridine, pyrazine,
pyridazine, pyrimidine, and the like.

The term “heteroatom”, as used herein, means an atom of
any element other than carbon or hydrogen. Preferred het-
eroatoms are nitrogen, oxygen, and sulfur.

The terms “heterocyclyl”, “heterocycle”, and “heterocy-
clic” refer to substituted or unsubstituted non-aromatic ring
structures, preferably 3- to 10-membered rings, more prei-
erably 3- to 7-membered rings, whose ring structures
include at least one heteroatom, preferably one to four
heteroatoms, more preferably one or two heteroatoms. In
certain embodiments, the ring structure can have two cyclic
rings. In some embodiments, the two cyclic rings can have
two or more atoms 1n common, €.g., the rings are “fused
rings.” Heterocyclyl groups include, for example, piperi-
dine, piperazine, pyrrolidine, morpholine, lactones, lactams,
and the like.

The term “substituted” refers to moieties having substitu-
ents replacing a hydrogen on one or more carbons of the
backbone. It will be understood that “substitution” or “sub-
stituted with” includes the implicit proviso that such sub-
stitution 1s 1 accordance with permitted valence of the
substituted atom and the substituent, and that the substitu-
tion results 1n a stable compound, e.g., which does not
spontaneously undergo transformation such as by rearrange-
ment, cyclization, elimination, etc. As used herein, the term
“substituted” 1s contemplated to include all permissible
substituents of organic compounds. In a broad aspect, the
permissible substituents 1nclude acyclic and cyclic,
branched and unbranched, carbocyclic and heterocyclic,
aromatic and non-aromatic substituents of organic com-
pounds. The permissible substituents can be one or more and
the same or different for appropriate organic compounds.
For purposes of the disclosure, the heteroatoms such as
nitrogen may have hydrogen substituents and/or any per-
missible substituents of organic compounds described
herein which satisiy the valences of the heteroatoms. Sub-
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stituents can include any substituents described herein, for
example, a halogen, a hydroxyl, a carbonyl (such as a
carboxyl, an alkoxycarbonyl, a formyl, or an acyl), a thio-
carbonyl (such as a thioester, a thioacetate, or a thioformate),
an alkoxyl, an alkylthio, an acyloxy, a phosphoryl, a phos-
phate, a phosphonate, an amino, an amido, an amidine, an
imine, a cyano, a nitro, an azido, a sulthydryl, an alkylthio,
a sulfate, a sulfonate, a sulfamoyl, a sulfonamido, a sulfonyl,
a heterocyclyl, an aralkyl, or an aromatic or heteroaromatic
moiety.

Unless specifically stated as “‘unsubstituted,” references to
chemical moieties herein are understood to include substi-
tuted variants. For example, reference to an “alkyl” group or
moiety 1mplicitly includes both substituted and unsubsti-
tuted vanants.

The term “ring” or “ring system™, unless context indicates
otherwise, may 1include monocyclic rings or polycyclic
rings, such as bicyclic rings. When the term ring refers to a
polycyclic or bicyclic rnng, each ring 1s independently
selected from saturated or unsaturated, and either or both
rings may contain one or more heteroatoms, preferably a
total of O, 1, 2, 3 or 4 heteroatoms across the ring system.

At various places in the present specification substituents
of compounds of the disclosure are disclosed 1n groups or 1n
ranges. It 1s specifically intended that the disclosure include
cach and every individual subcombination of the members
of such groups and ranges. For example, the term “C,-C,
alkyl” 1s specifically intended to individually disclose
methyl, ethyl, propyl, 1sopropyl, n-butyl, sec-butyl, isobutyl,
etc.

A “patient,” “subject,” or “individual” are used inter-
changeably and refer to either a human or a non-human
animal. These terms include mammals, such as humans,
primates, livestock animals (including bovines, porcines,
etc.), companion animals (e.g., canines, felines, etc.) and
rodents (e.g., mice and rats). In certain embodiments, the
patient or subject 1s a human patient or subject, such as a
human patient having a condition associated with SHMT
activity and 1n need of treatment. In certain embodiments,
the patient or subject 1s a mammal or a mammal other than
a human.

“SHMT” refers to serine hydroxymethyltransierase. Such
enzymes are known and, in mammals, both SHMT1 and
SHMT2 are expressed and active. Exemplary SHMTs
include mammalian SHMT1 and SHMT2, such as human
SHMT1 and SHMT?2. Further structural information regard-
ing human SHMT1 can be found at NCBI entrez ID number
6470. Further structural nformation regarding human
SHMT?2 can be found at NCBI entrez ID number 6472.

“Inhibitor” as used herein refers to any molecule that 1s
capable of interacting directly or indirectly with another
molecule (e.g., an enzyme or receptor) and causing a
decrease 1n a biological activity of that other molecule. In
certain embodiments, the compounds of the present disclo-
sure inhibit mammalian SHMT enzyme activity (e.g.,
SHMT1 and/or SHMT2). In certain embodiments the inhibi-
tors are selective mhibitors of SHMT enzyme activity (e.g.,
SHMT1 and/or SHMT2). In certain embodiments, the
inhibitors bind to SHMT1 and/or SHMT?2 (e.g., bind to the
enzyme). In certain embodiments, the SHM'T inhibitor 1s an
inhibitor of SHMT?2 and does not imhibit or inhibits with a
significantly lower 1C., an activity of SHMT1. In certain
embodiments, the SHMT inhlibitor inhibits an activity of
SHMT?2 and, optionally, SHMT1. In certain embodiments,
the SHMT inhibitor inhibits both SHMT1 and SHMT?2 (e.g.,
either with approximately the same IC., or within 2, 3 or
4-fold). In certain embodiments, the compounds of the
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disclosure (such as compounds of formula (I) (including
compounds of formulae (Ia) and formula (Ib)), formula (II)
(including compounds of formulae (IIa) and (IIb)), formula
(III) (including compounds of formulae (IIlla) and (IIIb)),
formula (IV) (including compounds of formulae (Iva) and
(IVb)), formula (V) (including compounds of formulae (Va)
and (Vb)), or (VI) (including compounds of formula (VIa)
and formula (VIb)), and pharmaceutically acceptable salts
thereol, as well as the individual compounds disclosed
herein) are used as inhibitors of SHMT activity (e.g.,
enzyme activity). In certain embodiments, compounds of the
disclosure are SHM'T inhibitors, such as selective SHMT
inhibitors (SHMT1 and/or SHMT?2). It should be noted that
a compound may be characterized as an SHMT1 and/or
SHMT?2 inhibitor by evaluation m an in vitro assay. This
gives an accurate characterization. However, i vivo, the
compound’s mechanism of action may be primarily via 1ts
cilect on one but not both enzymes. For example, when used
in a subject or cell line deficient in SHMT2, the compound’s
cllect on cell proliferation may be primarily through 1its
ellect as an SHMT1 mhibitor. Similarly, in some systems, a
compound may have poor penetration or accessibility to the
mitochondria, and thus, the effect of the compound may be
primarily through 1ts effect on SHMT1 despite 1ts high
intrinsic activity against SHMT2. Regardless of the particu-
lar mechanism of action at play in any particular 1n vivo
system, inhibitors may be characterized as SHMT2 and/or
SHMT1 inhibitors based on activity 1in one or more 1n vitro
assays, as described herein.

In certain embodiments, by “SHMT activity” 1s meant a
native function of a mammalian SHM'T enzyme, such its
native enzymatic activity. In certain embodiments, SHMT
activity refers to the function of mammalian SHMT to
catalyze a reversible reaction converting serine to glycine. In
certain embodiments, SHMT activity refers to the function
of mammalian SHMT to catalyze a reversible reaction
converting serine to glycine with concurrent methylene-
tetrahydrofolate (meTHF) generation. In certain embodi-
ments, SHMT activity refers to the generation of 1C units.
SHMT activity may be assayed or evaluated in numerous
ways, such as 1s described herein. SHMT activity may be
evaluated by evaluating serine flux and/or folate metabo-
lism, such as mitochondrial serine flux, glycine synthesis,
NADPH generation, generation and excretion of formate or
mitochondrial folate metabolism.

The term “compounds of the disclosure™ refers to any of
the compounds described herein based on any combination
of structural and/or functional features, including com-
pounds of formula (I) (including compounds of formulae
(Ia) and formula (Ib)), formulae (I1I) (including compounds
of formulae (Ila) and (1Ib)), formulae (11I) (including com-
pounds of formulae (I1Ia) and (I1Ib)), formula IV (including
compounds of formulae (Iva) and (IVb)), formula (V) (1n-
cluding compounds of formulae (Va) and (Vb)), or formula
(VI) (including compounds of formulae (VIa) and (VIb)),
wherein the variables are defined as provided herein, as well
as to any of the specific compounds described herein. The
term “compounds of the disclosure™ refers, unless context
indicates otherwise, to salts of such compounds, such as
pharmaceutically acceptable salts. In certain embodiments,
compounds of the disclosure are capable of inhibiting
SHMT activity, such as enzyme activity. In certain embodi-
ments, compounds of the disclosure are inhibitors of
SHMT?2 and, optionally, SHMT1. In certain embodiments,
compounds of the disclosure are selective inhibitors of
SHMT (e.g., SHMT1 and/or 2). In certain embodiments,
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MTHFD2 and/or DHFR and/or TS. For example, 1n certain
embodiments, compounds of the disclosure either do not
inhibit or inhibit one or more of MTHFD2, DHFR, FH, TS
and/or another protein involved in mitochondrial folate
metabolism with an IC50 at least 25 fold, at least 50 fold, at
least 75 fold, at least 100 fold, at least 200 fold, at least 500
fold, at least 1000 fold, or greater than 1000 fold less than
that for SHMT?2 and/or SHMTT.

In certamn embodiments, compounds of the disclosure
include compounds provided as a pharmaceutical composi-
tion.

Compounds of the disclosure also include tautomeric
forms, such as keto-enol tautomers, prototropic tautomers,
and the like, for example annular tautomers wherein a proton
can occupy two or more positions on a heteroaryl system.
Tautomeric forms can be 1n equilibrium or sterically locked
into one form by approprniate substitution. It 1s understood
that the various tautomeric forms are within the scope of the
compounds of the present disclosure.

Compounds of the disclosure also include all 1sotopes of
atoms occurring in the intermediates and/or final com-
pounds. Isotopes include those atoms having the same
atomic number but different mass numbers. For example,
1sotopes of hydrogen include deuterium and tritium.

Compounds of formula I (including compounds of for-
mula Ia and formula Ib) and II, III, IV, V, or VI (and the other
compounds of the disclosure) have one or more chiral
centers and therefore can exist as enantiomers and/or diaste-
reomers. Compounds of formula (I) (including compounds
of formula (Ia) and formula (Ib)) and (II), (III), (IV), (V), or
(V1) (and the other compounds of the disclosure) may also
exist as stereoisomers, for example atropisomers, resulting
from hindered rotation about a single bond. The compound
of the disclosure are understood to extend to, and embrace
all such enantiomers, diastereomers, atropisomers, stereoi-
somers, and mixtures thereof, including but not limited to
racemates. Formula (I) (including compounds of formula
(Ia) and formula (Ib) and (II), (III), (IV), (V), or (VI) (and
the other compounds of the disclosure) used throughout this
disclosure are mtended to represent all individual stereoiso-
mers and mixtures thereof, unless stated or shown otherwise.

“Treating” a condition or patient refers to taking steps to
obtain beneficial or desired results, including clinical results.
Beneficial or desired clinical results include, but are not
limited to, alleviation, amelioration, or slowing the progres-
s10n, of one or more symptoms associated with a condition,
such as cancer. Exemplary beneficial clinical results are
described herein.

“Administering” or “admimstration of” a substance, a
compound or an agent to a subject can be carried out using
one of a variety of methods known to those skilled 1n the art.
For example, a compound or an agent can be administered,
intravenously, arterially, intradermally, intramuscularly,
intraperitoneally, subcutaneously, ocularly, sublingually,
orally (by ingestion), itranasally (by inhalation), intraspi-
nally, intracerebrally, and transdermally (by absorption, e.g.,
through a skin duct). A compound or agent can also appro-
priately be introduced by rechargeable or biodegradable
polymeric devices or other devices, e.g., patches and pumps,
or formulations, which provide for the extended, slow or
controlled release of the compound or agent.

Administering can also be performed, for example, once,
a plurality of times, and/or over one or more extended
periods. In some aspects, the admimstration includes both
direct admuinistration, including self-administration, and
indirect administration, including the act of prescribing a
drug. For example, as used herein, a physician who instructs
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a patient to self-administer a drug, or to have the drug
administered by another and/or who provides a patient with
a prescription for a drug 1s administering the drug to the
patient. When a method 1s part of a therapeutic regimen
involving more than one agent or treatment modality, the
disclosure contemplates that the agents may be administered
at the same or diflering times and via the same or differing
routes of administration.

Appropriate methods of administering a substance, a
compound or an agent to a subject will also depend, for
example, on the age of the subject, whether the subject 1s
active or inactive at the time of administering, whether the
subject 1s cognitively impaired at the time of administering,
the extent of the impairment, and the chemical and biologi-
cal properties of the compound or agent (e.g. solubility,
digestibility, bioavailability, stability and toxicity).

A “therapeutically effective amount” or a “therapeutically
ellective dose” of a drug or agent 1s an amount of a drug or
an agent that, when administered to a subject will have the
intended therapeutic eflect, suflicient to show a meaningiul
patient benefit, e.g., treatment, healing, inhibition or ame-
lioration of a physiological response or condition, etc. The
tull therapeutic eflect does not necessarily occur by admin-
istration of one dose, and may occur only after administra-
tion of a series of doses. Thus, a therapeutically effective
amount may be administered 1n one or more administrations.
The precise eflective amount needed for a subject will
depend upon, for example, the subject’s size, health and age,
the nature and extent of disease, the therapeutics or combi-
nation of therapeutics selected for administration, and the
mode of administration. The skilled worker can readily
determine the eflective amount for a given situation by
routine experimentation.

The term “pharmaceutical composition™ refers to a com-
position suitable for pharmaceutical use 1n a subject animal,
including humans and mammals, ¢.g., combined with one or
more pharmaceutically acceptable carriers, excipients or
solvents. Such a composition may also contain diluents,
fillers, salts, buflers, stabilizers, solubilizers, and other mate-
rials well known i1n the art. In certain embodiments, a
pharmaceutical composition encompasses a composition
comprising the active ingredient(s), and the 1nert
ingredient(s) that make up the excipient, carrier or diluent,
as well as any product that results, directly or indirectly,
from combination, complexation or aggregation of any two
or more of the ingredients, or from dissociation of one or
more of the ingredients, or from other types of reactions or
interactions of one or more of the mgredients. Accordingly,
the pharmaceutical compositions of the present disclosure
encompass any composition made by admixing a compound
of the disclosure and one or more pharmaceutically accept-
able excipient(s), carrier(s) and/or diluent(s).

Accordingly, the pharmaceutical compositions of the
present disclosure encompass any composition made by
admixing a compound of the disclosure and one or more
pharmaceutically acceptable excipient(s), carrier(s) and/or
diluent(s).

In certain embodiments, a “pharmaceutically acceptable”™
substance 1s suitable for use i1n contact with cells, tissues or
organs of amimals or humans without excessive toxicity,
irritation, allergic response, i1mmunogenicity or other
adverse reactions, in the amount used in the dosage form
according to the dosing schedule, and commensurate with a
reasonable benefit/risk ratio. In certain embodiments, a
“pharmaceutically acceptable” substance that 1s a compo-
nent of a pharmaceutical composition 1s, 1n addition, com-
patible with the other ingredient(s) of the composition.
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The terms “pharmaceutically acceptable excipient”,
“pharmaceutically acceptable carrier” and “pharmaceuti-
cally acceptable diluent” encompass, without limitation,
pharmaceutically acceptable mnactive imngredients, materials,
compositions and vehicles, such as liquid fillers, solid fillers,
diluents, excipients, carriers, solvents and encapsulating
materials. Carriers, diluents and excipients also mnclude all
pharmaceutically acceptable dispersion media, coatings,
buflers, 1sotonic agents, stabilizers, absorption delaying
agents, antimicrobial agents, antibacterial agents, antifungal
agents, adjuvants, and so on. Except insofar as any conven-
tional excipient, carrier or diluent 1s incompatible with the
active ingredient, the present disclosure encompasses the
use of conventional excipients, carriers and diluents in
pharmaceutical compositions. See, e.g., Remington: The
Science and Practice of Pharmacy, 21st Ed., Lippincott
Williams & Wilkins (Philadelphia, Pa., 2003); Handbook of
Pharmaceutical Excipients, 5th Ed., Rowe et al., Eds., The
Pharmaceutical Press and the American Pharmaceutical

Association (20035); Handbook of Pharmaceutical Additives,
3rd Ed., Ash and Ash, Eds., Gower Publishing Co. (2007);
and Pharmaceutical Preformulation and Formulation, Gib-
son, Ed., CRC Press LLC (Boca Raton, Fla., 2004). A
“pharmaceutically acceptable salt” 1s a salt of a compound
that 1s suitable for pharmaceutical use, including but not
limited to metal salts (e.g., sodium, potassium, magnesium,
calcium, etc.), acid addition salts (e.g., mineral acids, car-
boxylic acids, etc.), and base addition salts (e.g., ammonia,
organic amines, etc.).

“Pharmaceutically acceptable salt” or “salt” 1s used herein
to refer to an agent or a compound according to the disclo-
sure that 1s a therapeutically active, non-toxic base and acid
salt form of the compounds. The acid addition salt form of
a compound that occurs 1n its free form as a base can be
obtained by treating said iree base form with an appropriate
acid such as an iorganic acid, for example, a hydrohalic
such as hydrochloric or hydrobromic, sulfuric, nitric, phos-
phoric and the like; or an organic acid, such as, for example,
acetic, hydroxyacetic, propanoic, lactic, pyruvic, malonic,
succinic, maleic, fumaric, malic, tartaric, citric, methane-
sulfonic, ethanesulfonic, benzenesulfonic, p-toluenesulio-
nic, cyclic, salicylic, p-aminosalicylic, pamoic and the like.
See, e.g., WO 01/062726. Some pharmaceutically accept-
able salts listed by Berge et al., Journal of Pharmaceutical
Sciences, 66: 1-19 (1977), incorporated herein by reference
in its entirety.

Compounds containing acidic protons may be converted
into their therapeutically active, non-toxic base addition salt
form, e¢.g. metal or amine salts, by treatment with appropri-
ate organic and 1norganic bases. Appropriate base salt forms
include, for example, ammonium salts, alkali and earth
alkaline metal salts, e.g., lithium, sodium, potassium, mag-
nesium, calcium salts and the like, salts with organic bases,
¢.g. N-methyl-D-glucamine, hydrabamine salts, and salts
with amino acids such as, for example, arginine, lysine and
the like. Conversely, said salt forms can be converted into
the free forms by treatment with an appropriate base or acid.
Compounds and their salts can be in the form of a solvate,
which 1s included within the scope of the present disclosure.
Such solvates include for example hydrates, alcoholates and
the like. See, e.g., WO 01/062726.

The disclosure further provides pharmaceutical composi-
tions comprising one or more compounds of the disclosure
together with a pharmaceutically acceptable carrier or
excipient. Compounds or pharmaceutical compositions of
the disclosure may be used 1n vitro or 1 vivo. Exemplary
compounds of the disclosure, including examples of SHMT
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inhibitors, are provided herein. SHMT inhibitors may
include any such compounds, as well as other compounds
described structurally and/or functionally.

C. Compounds

In one aspect, the disclosure provides compounds repre-
sented by general formula I:

Formula (I)

wherein:

R®, R' and R” are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR"",

—S(O),R", —S(0),NR'"R"*, —OR", —OC(O)R'",
—C(O)OR"?, —C(O)R'', —C(O)NR'’R'*, —NR'°R'",
—NR"™)C(O)R", —NS(0),R"'*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C,-C, haloalkoxy;
R’ is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0),R", —S(O),NR'°R"*, —OR", —OC
(OR"?, —C(O)OR'?), —C(O)R", —C(ONR'R",
—NR'"R"™, —NR")C(O)R"', —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C, haloalkyl, or substituted or unsubstituted C,-C
haloalkoxy;

R* is selected from H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl;

R>, R® and R’ are each independently selected from —H,
—C(O)R", substituted or unsubstituted C,-C, alkyl, sub-
stituted or unsubstituted cycloalkyl, substituted or unsubsti-
tuted aryl, substituted or unsubstituted heteroaryl, substi-
tuted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl, or R is selected from any of
the foregoing and R® and R’ taken together with the nitrogen
atom to which they are attached form a substituted or
unsubstituted 3-6 membered ring; with the proviso that the
occurrences of R>, R® and R’ are not all H simultaneously;
each occurrence of R'' is independently selected from
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and each occurrence of R'® and
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R" is each independently selected from —H, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl, or a pharmaceutically acceptable salt thereof.

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented by Formula (la) (wherein the R groups are as
described above for Formula (I):

Formula (la)

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented by Formula (Ib) (wherein the R groups are as
described above for Formula (I)):

Formula (Ib)

In certain embodiments, any of the compounds of For-
mula (I) (including of Formula Ia or Ib) described herein, or
a pharmaceutically acceptable salt thereof, are capable of
inhibiting activity of an SHMT enzyme (e.g., are SHMT
inhibitors, such as an SHMT2 inhibitor). Any such com-
pounds described based on any of the structural features
described herein may, in certain embodiments, also be
described based on any of the functional features described
heremn (e.g., binding athnity for SHMT1 and/or 2, 1C50,
selectivity, inhibitory effect on serine flux or mitochondrial
serine flux, etc.)

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated
or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, 1n certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.

In certain embodiments, the disclosure provides a phar-
maceutically acceptable salt of any of the compounds of the
disclosure.
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In certain embodiments of any of the foregoing or fol-
lowing, R®, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(O),R", —S(0),NR'"R"*, —OR", —C(O)OR'",
—_C(O)R', —C(O)NR!®R!2, _ NR!R!2, _ NR!°R!?
—N(R"™C(OR", or —NS(O),R"*, substituted or unsub-
stituted C, -C alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted haloal-
kyl, or substituted or unsubstituted C,-C, haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R® 1is selected from hydroxyl, —S(O),R",
—S(O),NR'""R"*, —OR"'', —C(O)NR'"R"*, —NR'°R'~,
—N(R"™C(O)R', or —NS(0O),R"*. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C,. haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R” is —I.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* (and, optionally R") are each indepen-
dently selected from —H, halogen, hydroxyl, nitro, nitrile,
—OR"", substituted or unsubstituted C,-C, alkyl, substi-
tuted or unsubstituted C,-C, haloalkyl, or substituted or
unsubstituted C,-C, haloalkoxy. In other embodiments, R’
and R* (and, optionally R") are each independently selected
from —H, halogen, substituted or unsubstituted C,-C,
haloalkyl, substituted or unsubstituted C,-C . haloalkoxy, or
substituted or unsubstituted C, -C alkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R® (and, optionally R") are each indepen-
dently selected from —H, methoxy, fluoro, chloro, bromo,
hydroxyl, mitro, nitrile, methyl, trifluoromethyl, or trifluo-
romethoxy. In other embodiments, R” is selected from —H,
halogen, substituted or unsubstituted haloalkyl, substituted
or unsubstituted C,-C, haloalkoxy, or substituted or unsub-
stituted C,-C,, alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” (and, optionally R") are each indepen-
dently selected from —H, methoxy, chloro, nitro, nitrile, or
trifluoromethyl. In other embodiments, R® is selected from
—H, halogen, substituted or unsubstituted C,-C, haloalkyl,
substituted or unsubstituted C,-C, haloalkoxy, or substituted
or unsubstituted C,-C, alkyl. In other embodiments R" is
—H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* (and, optionally, R") are each trifluorom-
ethyl. In other embodiments, R® is selected from —H,
halogen, substituted or unsubstituted C,-C, haloalkyl, sub-
stituted or unsubstituted C, -C, haloalkoxy, or substituted or
unsubstituted C,-C,, alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C,-C . alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted heterocyclyl, substituted or unsubsti-
tuted aryl, or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from substituted or unsubstituted
C,-C, alkyl, or substituted or unsubstituted cycloalkyl.
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In certain embodiments of any of the foregoing or fol-
lowing, R is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from isopropyl, cyclopropyl, or
cyclobutyl. In certain embodiments, any of the foregoing
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is cyclobutyl. In certain embodiments, a
cyclobutyl may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from methyl, ethyl, isopropyl, cyclo-
propyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl or ben-
zyl.

In certain embodiments, any of the foregoing may be
optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is methyl or isopropyl. In certain embodiments,
any of the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is methyl. In certain embodiments, methyl may
be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R, R® and R' are each independently selected from
—H, —C(O)R", substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, substituted or unsubstituted arylalkyl, or R> is
selected from any of the foregoing and R® and R' taken
together with the nitrogen atom to which they are attached
form a substituted or unsubstituted 3-6 membered ring.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and R’ are each independently selected from
—H, —C(O)R"", substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and R’ are each independently selected from
—H, methyl, ethyl, isopropyl, cyclopropyl, cyclobutyl,
cyclopentyl, cyclohexyl, phenyl, benzyl, or —COCH,. In
certain embodiments, any of the foregoing, except H, may
be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and R’ are each independently selected from
—H, methyl, phenyl, or COCH,;. In certain embodiments,
any ol the foregoing, except H, may be optionally substi-
tuted.

In certain embodiments of any of the foregoing or fol-
lowing, R and R° are each independently selected from
—H, methyl or phenyl. In certain embodiments, any of the
foregoing, except H, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R® and R' taken together with the nitrogen atom to
which they are attached form a substituted or unsubstituted
3-6 membered ring. In certain embodiments the 3-6 mem-
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bered ring 1s a monocylic ring. In certain embodiments, the
3-6 membered ring may be saturated or unsaturated (e.g.,

contain at least one double bond). In certain embodiments,
the 3-6 membered ring may contain one or two additional
heteroatoms, other than the nitrogen atom to which R° and
R’ are attached.

In certain embodiments of any of the foregoing or fol-
lowing, R> is selected from —H, methyl, ethyl, isopropyl,
cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl,
benzyl, or —COCH,, and R° and R’ taken together with the
nitrogen atom to which they are attached form a substituted
or unsubstituted ring selected from:

L) 0
__/
% N/_\NH, % N/_\N—CHg,
__/ __/
N©= N<>= . —E—NQ

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —I, methyl, phenyl, or
—COCH,, and R° and R’ taken together with the nitrogen
atom to which they are attached form a substituted or
unsubstituted ring selected from:

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C, alkyl or substituted
or unsubstituted cycloalkyl. In certain embodiments, there 1s
no occurrence of R*'.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'® and R'* is each indepen-
dently selected from —H, substituted or unsubstituted C,-C,
alkyl, or substituted or unsubstituted cycloalkyl, such as
from —H, or substituted or unsubstituted C,-C, alkyl. In
certain embodiments, each occurrence of R'® and R'* is
—H. In certain embodiments, there is no occurrence of R*°
and/or R'~.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, halogen, hydroxyl, nitro,
nitrile, —S(0),R"", —S(O),NR'"R"*, —OR"', —C(O)
NR'R"'", —NR'R"™, —N(R"™)C(O)R'', —NS(0),R"?,
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, substituted or
unsubstituted heteroaryl, substituted or unsubstituted aryl-
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alkyl, substituted or unsubstituted heteroarylalkyl, substi-
tuted or unsubstituted C,-C, haloalkyl, or substituted or
unsubstituted C,-C. haloalkoxy;

R' and R* are each independently selected from —H,
methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, or trifluoromethyl;

R> is selected from methyl, ethyl, propyl, isopropyl, cyclo-
propyl, or cyclobutyl;

R* is selected from methyl, ethyl, isopropyl, cyclopropyl,
cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl; and
R>, R®° and R’ are each independently selected from —H,
methyl, ethyl, 1sopropyl, cyclopropyl, cyclobutyl, cyclopen-
tyl, cyclohexyl, phenyl, benzyl, or COCH,.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, hydroxyl, —S(O),R"',
—S(0),NR'"R"*, —OR", —C(O)NR'°R'?, —NR'"R"'*,
_ NR)COR, or —NS(O),R'%:

R' and R* are each independently selected from —H,
methoxy, chloro, mitro, nitrile, or trifluoromethyl;

R” is selected from isopropyl, cyclopropyl, or cyclobutyl;
R* is methyl or isopropyl; and

R>, R® and R’ are each independently selected from —H,
methyl, phenyl, or COCHs,.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, hydroxyl, —S(O),R"',
—S(O)%NR“]RH,, —OR", —C(O)NR'°R'*, —NR'""R'?,
—N(R"™)C(O)R', or —NS(O),R'*;

R" and R” are each CF;
R” is cyclobutyl;
R* is methyl;
R> and R° are each independently selected from —H, methyl
or phenyl; and
R’ is —H.
In certain embodiments, the compound 1s selected from:

F4C
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-continued

10

15

or a pharmaceutically acceptable salt thereof. »

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereol or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R°, R' and R” are not all simultaneously —H. In
other embodiments, R® is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R' or R*. In certain embodiments, R” is —H,
and R' and R* are not —H. In other embodiments, R is —H 10
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R® or R*. In
certain embodiments, R' is —H, and R” and R* are not —H.

In other embodiments, R* is —H and the ring to which it is
attached 1s substituted with a single substituent (other than 35
H) at one of R” or R*. In certain embodiments, R* is —H,
and R” and R' are not —H. In other embodiments, R°, R*
and R* are not —I.

25

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula I are inhibitors of SHMT,
such as are capable of inhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula I
are SHMT?2 inhibitors and, optionally, are also inhibitors of
SHMTTI. In certain embodiments, compounds of Formula I .
are SHM'T?2 inhibitors, but do not inhibit SHMT1. In certain
embodiments, compounds of Formula I inhibit SHMT?2 with
an IC50 of less than 5000 nM and, optionally, inhibit
SHMT1 with an IC50 of less than 5000 nM. In certain
embodiments, compound of Formula I inhibit SHMT2 with .,
an 1C30 of less than 2000 nM, less than 1500 nM, less than
800 nM, less than 500 nM, less than 250 nM, less than 1350
nM, or less than 50 nM. In certain embodiments, such
compounds also mhibit SHMT1 with an IC50 of less than
5000 nM. In certain embodiments, such compounds inhibit ..
SHMT1 with an IC50 of less than 1000 nM, less than 7350
nM, less than 500 nM, less than 250 nM, less than 100 nM,,
or less than 50 nM.

In certain embodiments, compounds of Formula I
described using any combination of structural and/or func- 60
tional activity, including any combination of one or more
teatures described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods 65
described herein, such as to inhibit SHMT activity in vitro
Or 1n vivo, or to treat cancer.

40
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In one aspect, the disclosure provides compounds repre-
sented by general Formula (1I):

Formula (1I)

wherein:

7 is N or CR*;

X 1s O, S, CH,, or NR®;

R®, R' and R” are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR"!,

—S(0O),R", —S(0O),NR'"R"™*, —OR", —OC(O)R',
—C(O)OR'?, —C(O)R"', —C(O)NR'°R'*, —NR'"R'",
—N(R"™)C(O)R'', —NS(0),R"*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C, -C, haloalkoxy;
R is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0O),R", —S(O),NR'°R"'?, —OR"', —OC
(OR'"?, —C(O)OR"*, —C(OR"'", —C(O)NR'’R",
—NR'"R", —NR"C(O)R'"", —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C, haloalkyl, or substituted or unsubstituted C,-C,
haloalkoxy;

R* is selected from —H, —NR'’R'?, —C(O)NR'“R'?,
—N(R"™)C(O)R", nitrile, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, or substi-
tuted or unsubstituted heteroarylalkyl;

R> is selected from —H, —NR'"R'*, —C(O)NR'“R"?,
—NR"™)C(O)R", nitrile, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, or substi-
tuted or unsubstituted heteroarylalkyl, or R> and R* taken
together with the respective carbon atom to which they are
attached form a substituted or unsubstituted 4-12 membered
ring,

R® is selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl;

R’ and R® are each independently selected from —H,
—NR'"R", —C(O)NR'""R"*, —N(R'*)C(O)R"', nitrile,
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
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stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl; each occurrence of R'' is independently selected
from substituted or unsubstituted C, -C alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and each occurrence of R'® and
R"* is each independently selected from —H, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl, or a pharmaceutically acceptable salt thereof.

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented by Formula (Ila) (wherein the R groups are as
described above for Formula (II)):

Formula (11a)

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented Formula (IIb) (wherein the R groups are as described
above for Formula (II)):

Formula (1Ib)
Rl
RU
X \
R3 Q"-‘H""" Rz.
.“* RS
/ o~ N>\/
R5/< J\ ‘
G N

In certain embodiments of any of the foregoing or fol-
lowing, any of the compounds of Formula II (including of
Formula Ila or IIb) described herein, or a pharmaceutically
acceptable salt thereot, are capable of inhibiting activity of
an SHMT enzyme (e.g., are SHMT inhibitors, such as an
SHMT?2 mhibitor). Any such compounds described based on
any of the structural features described herein may, 1n certain
embodiments, also be described based on any of the func-
tional features described herein (e.g., binding athnity for
SHMT1 and/or 2, 1C50, selectivity, inhibitory eflect on
serine flux or mitochondrial serine flux, etc.)

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated

or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, in certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.
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In certain embodiments, the disclosure provides a phar-
maceutically acceptable salt of any of the compounds of the
disclosure.

In certain embodiments of any of the foregoing or fol-
lowing, R®, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(0),R", —S(0O),NR'""R"*, —C(O)OR", —C(0O)
NR'R'?, —NR'’R", —N(R'"*)C(O)R"', —NS(0O),R"*,
substituted or unsubstituted C,-C. alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, substituted or
unsubstituted heteroaryl, substituted or unsubstituted aryl-
alkyl, substituted or unsubstituted heteroarylalkyl, substi-
tuted or unsubstituted haloalkyl, or substituted or unsubsti-
tuted C,-C, haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from hydroxyl, —S(O),R",
—S(O),NR'""R"*, —OR", —C(O)OR'"R"*, —NR'“R'",
—NR")C(OR', or —NS(0O),R'*. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R" and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —OR*'!, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy. In other embodiments, R" is selected from —H,
halogen, substituted or unsubstituted C,-C, haloalkyl, sub-
stituted or unsubstituted C, -C, haloalkoxy, or substituted or
unsubstituted C,-C, alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R" and R* are each independently selected from
—H, methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, trifluoromethyl, or trifluoromethoxy. In other
embodiments, R” is selected from —H, halogen, substituted
or unsubstituted C,-C. haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C,
alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C,-C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is isopropyl or cyclopropyl. In certain embodi-
ments, any of the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R> are each independently selected from
—H, substituted or unsubstituted C,-C alkyl, substituted or
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unsubstituted cycloalkyl, substituted or unsubstituted arvl,
substituted or unsubstituted heteroaryl, or substituted or
unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R> are each independently selected from
—H, substituted or unsubstituted C,-C alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R’ are each independently selected from
—H, methyl, ethyl, propyl, 1sopropyl, cyclopropyl,
cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl. In
certain embodiments, any of the foregoing, except H, may
be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R> are independently —H or methyl. In
certain embodiments, methyl may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R* taken together with the respective carbon
atom to which they are attached form a 4-12 membered ring
selected from substituted or unsubstituted aryl, or substi-
tuted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R” taken together with the respective carbon
atom to which they are attached form a substituted or
unsubstituted 4-12 membered ring containing 0-4 heteroa-
toms (0, 1, 2, 3 or 4) independently selected from N, O, or
S.

In certain embodiments of any of the foregoing or fol-
lowing, the 4-12 membered ring 1s a monocyclic ring. In
certain embodiments of any of the foregoing or following,
the 4-12 membered ring 1s a polycyclic ring. In certain
embodiments of any of the foregoing or following, the 4-12
membered ring 1s a bicyclic ring. In certain embodiments of
any of the foregoing or following, when the 4-12 membered
ring 1s a polycyclic ring, each ring 1s independently selected
from saturated or unsaturated, and each ring may indepen-
dently contain one or more heteroatoms (e.g., for a total of
1, 2, 3, 4 or 4 heteroatoms). In certain embodiments of any
of the foregoing or following, R> and R* taken together with
the respective carbon atom to which they are attached form
a phenyl ring. In certain embodiments, the phenyl ring may
be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R° is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R° is selected from —H, methyl, ethyl, isopropyl,
cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl,
pyridyl, or benzyl. In certain embodiments, any of the
foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R® is —H.

In certain embodiments of any of the foregoing or fol-
lowing,

R’ and R® are each independently selected from —H,
—NR'"R", —C(O)NR'"’R"*, —NR'"*)C(O)R", nitrile,
methyl, ethyl, 1sopropyl, cyclopropryl, cyclobutyl, cyclo-
pentyl, cyclohexyl, phenyl, or benzyl.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, —NH,, methyl, or phenyl.
In certain embodiments, any of the foregoing except —H,
may be optionally substituted.
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In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from —H, nitrile, or —C(O)NH,,. In
certain embodiments, —C(O)NH, may be optionally sub-
stituted.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C, alkyl or substituted
or unsubstituted cycloalkyl. In certain embodiments, there 1s
no occurrence of R''.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'® and R'* is each indepen-
dently selected from —H, substituted or unsubstituted C,-C
alkyl, or substituted or unsubstituted cycloalkyl, such as
from —H, or substituted or unsubstituted C,-C, alkyl. In
certain embodiments, each occurrence of R'® and R'* is

—H. In certain embodiments, there is no occurrence of R*"
and/or R*=.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereof or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R°, R' and R* are not all simultaneously —H. In
other embodiments, R” is —H and the ring to which it is

attached, 1s substituted with a single substituent (other than
—H) at one of R* or R”. In certain embodiments, R” is —H,

and R' and R* are not —H. In other embodiments, R' is —H

and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R° or R*. In
certain embodiments, R* is —H, and R” and R* are not —H.
In other embodiments, R* is —IH and the ring to which it is
attached 1s substituted with a single substituent (other than
H) at one of R” or R'. In certain embodiments, R is —H,
and R® and R' are not —H. In other embodiments, R°, R*
and R* are not —H.

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula II are inhibitors of SHMT,
such as are capable of inhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula 11
are SHMT?2 inhibitors and, optionally, are also inhibitors of
SHMT1. In certain embodiments, compounds of Formula II
are SHM'T?2 1nhibitors, but do not inhibit SHMT1. In certain
embodiments, compounds of Formula II inhibit SHMT?2
with an IC50 of less than 5000 nM and, optionally, inhibit
SHMT1 with an IC50 of less than 5000 nM. In certain
embodiments, compound of Formula II inhibit SHMT?2 with
an IC50 of less than 2000 nM, less than 1500 nM, less than
800 nM, less than 500 nM, less than 250 nM, less than 150
nM, or less than 50 nM. In certain embodiments, such
compounds also mhibit SHMT1 with an IC50 of .

less than

5000 nM. In certain embodiments, such compounds 1nhibit
SHMT1 with an ICS30 of less than 1000 nM, less than 750

nM, less than 500 nM, less than 250 nM, less than 100 nM,
or less than 50 nM.

In certain embodiments, compounds of Formula II
described using any combination of structural and/or func-
tional activity, including any combination of one or more
teatures described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods
described herein, such as to inhibit SHMT activity in vitro
or 1n vivo, or to treat cancer.
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In certain embodiments, when Z is N, and R® is —H, R’
cannot be substituted or unsubstituted aryl.

In certain embodiments, the compound of formula 11, Ila,

or IIb 1s not
N ;

SNy
H

N

or

/O
E’]\/‘ \:)

‘ X
P
AN
P
/CN
\NH}

2

NJ\/
H

N

H

In certain embodiments, when R* and R> taken together
with the respective carbon atoms to which they are attached
for a substituted aryl ring, R® is not —H, —OH, or —CN.

In certain embodiments, the compound of formula (II),

(IIa), or (I1Ib) 1s:
Clhs
Cl3 or
CN
I |
BN
N N NI,
Chs
@\CFB?
CN
N ‘/

1]

N N

~ NH,

or a pharmaceutically acceptable salt thereof.
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In one aspect, the disclosure provides compounds repre-
sented by general by Formula (I11I):

Formula (III)

wherein:

R®, R' and R* are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR"!,

—S(O),R", —S(O),NR'°R'"*, —OR", —C(O)R",
—C(O)OR"?, —C(O)R", —C(O),R'"°R'?, —NR'’R',
—N(R"™)C(O) R", —NS(0),R"*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C, -C, haloalkoxy;
R is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR', —S(0O),R", —S(0),NR'°R'*, —OR", —OC
(OR'"*, —C(O)OR'"*, —C(OR', —C(O)NR'’R"'?,
—NR"R", —N(R")C(O)R"", —NS(0O),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C; haloalkyl, or substituted or unsubstituted C,-C
haloalkoxy;

R> is selected from —H, —NR'R", —C(0O) NR'“R"?,
—NR"¥)C(O)R'', nitrile, substituted or unsubstituted

C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, or substi-
tuted or unsubstituted heteroarylalkyl;

R® is selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl substituted or unsub-

stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl;
R’ and R® are each independently selected from —H,
—NR'"R", —C(O)NR'""R"*, —N(R'*)C(O)R"', nitrile,
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl; each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and each occurrence of R'” and
R'* is each independently selected from —H, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl, or a pharmaceutically acceptable salt thereof.
In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
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sented by Formula (IIla) (wherein the R groups are as
described above for Formula (11I)):

Formula (1Ila) 5

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented by Formula (IIIb) (wherein the R groups are as

described above for Formula (11I)):

Formula (11Ib)

In certain embodiments, any of the compounds of For-
mula (III) (including of Formula (IIIa) or (11Ib)) described
herein, or a pharmaceutically acceptable salt thereof, are
capable of inhibiting activity of an SHMT enzyme (e.g., are
SHMT 1nhibitors, such as an SHMT?2 inhibitor). Any such
compounds described based on any of the structural features
described herein may, 1 certain embodiments, also be
described based on any of the functional features described

heremn (e.g., binding athmty for SHMT1 and/or 2, 1C50,

selectivity, inhibitory effect on serine flux or mitochondrial
serine flux, etc.).

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated
or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, in certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.

In certain embodiments, the disclosure provides a phar-

maceutically acceptable salt of any of the compounds of the
disclosure.

In certain embodiments of any of the foregoing or fol-
lowing, R°, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —S(O),R",
—S(0O),NR'"R"*, —OR", —C(O)NR'°R"'?, —NR'"R",
—N(R"™)C(OR", or —NS(O),R"*, substituted or unsub-
stituted C, -C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted C,-C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy.
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In certain embodiments of any of the foregoing or fol-
lowing, R is selected from hydroxyl, —S(O),R",
—S(0),NR'"R"*, —OR"', —C(O)NR'’R'?, —NR'’R"'?,
—N(R"™)C(O)R", or —NS(O),R**. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R" is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —OR"!, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
C,-C, haloalkyl, or substituted or unsubstituted C,-C
haloalkoxy. In other embodiments, R® is selected from —H,
halogen, substituted or unsubstituted C,-C,. haloalkyl, sub-
stituted or unsubstituted C, -C, haloalkoxy, or substituted or
unsubstituted C,-C, alkyl. In other embodiments R® is —I.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each independently selected from
—H, methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, trifluoromethyl, or trifluoromethoxy. In other
embodiments, R" is selected from —H, halogen, substituted
or unsubstituted C,-C. haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C,
alkyl. In other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C,-C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is isopropyl or cyclopropyl. In certain embodi-
ments, any of the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, methyl, ethyl, propyl,
1sopropyl, cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl,
phenyl or benzyl. In certain embodiments, any of the fore-
going except H, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R> is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R° is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from —H, methyl, ethyl, isopropyl,
cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl,
pyridyl or benzyl. In certain embodiments, any of the
foregoing except H, may be optionally substituted.
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In certain embodiments of any of the foregoing or fol-
lowing, R® is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ and R® are each independently selected from
—H, —NR'R'"?, —C(ONR'"’R'?, —N(R"*)C(O)R",
nitrile, methyl, ethyl, 1sopropyl, cyclopropryl, cyclobutyl,
cyclopentyl, cyclohexyl, phenyl, or benzyl.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —NH,, methyl, or phenyl. In
certain embodiments, any of the foregoing, may be option-
ally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from —H, nitrile, or —C(O)NH,,. In
certain embodiments, —C(O)NH, may be optionally sub-
stituted.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C, alkyl or substituted
or unsubstituted cycloalkyl. In certain embodiments, there 1s
no occurrence of R'",

In certain embodiments of any of the foregoing or fol-

lowing, each occurrence of R'® and R"'* is each indepen-
dently selected from —H, substituted or unsubstituted C,-C
alkyl, or substituted or unsubstituted cycloalkyl, such as
from —H, or substituted or unsubstituted C,-C, alkyl. In

certain embodiments, each occurrence of R'® and R'“ is

—H. In certain embodiments, there is no occurrence of R*"
and/or R*=.

In certain embodiments of any of the foregoing or fol-
lowing, R" is selected from —H, halogen, hydroxyl, nitro,
nitrile, —S(0O),R"", —S(0O),NR'’R"*, —OR'', —C(0O)
NR'’R'?, —NR'""R'"*, —N(R'"*)C(O)R"!, or —NS(O),R'*,
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted C,-C, haloalkyl, or substituted or unsubsti-
tuted C,-C, haloalkoxy;

R' and R*® are each independently selected from —H,
methoxy, fluoro, chloro, bromo, hydroxyl, nitro, mitrile,
methyl, or trifluoromethyl;

R> is selected from methyl, ethyl, propyl, isopropyl, cyclo-
propyl, or cyclobutyl;

R is selected from —H, methyl, ethyl, propyl or isopropyl;

R® is selected from —H, methyl, ethyl, isopropyl, cyclopro-
pyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl;
and

R’ and R® are each independently selected from —H,
—NH,, —C(O)NH,, nitrile, methyl, ethyl, 1sopropyl, cyclo-
propryl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl, or
benzyl.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, hydroxyl, —S(O),R"",
—S(0O),NR'""R"*, —OR"', —C(O)NR'°R"**, —NR'°R'~,
—N(R")C(OR', or —NS(O),R'*;

R' and R”? are each trifluoromethyl;

R” is isopropyl or cyclopropyl:

R> is —H:

R® is —H;

R’ is selected from —NH,,, methyl, or phenyl; and
R” is selected from H, nitrile, or —C(O)NH..
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In certain embodiments, the compound i1s selected from:

F2C F3C

CF;
N"""‘--..
{

N
H

N _CN

N
L
S
N N NH,

or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereof or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R®, R and R are not all simultaneously —H. In

other embodiments, R” is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R' or R®. In certain embodiments, R” is —I,
and R' and R* are not —H. In other embodiments, R' is —H
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R” or R*. In
certain embodiments, R* is —H, and R” and R* are not —H.
In other embodiments, R* is —H and the ring to which it is
attached 1s substituted with a single substituent (other than
H) at one of R” or R'. In certain embodiments, R* is —H,
and R” and R' are not —H. In other embodiments, R°, R*
and R* are not —I1.

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula III are inhibitors of SHMT,
such as are capable of inhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula II1
are SHMT?2 inhibitors and, optionally, are also inhibitors of
SHMT1. In certain embodiments, compounds of Formula III
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are SHM'T2 inhibitors, but do not inhibit SHMT1. In certain
embodiments, compounds of Formula III inhibit SHMT2
with an IC50 of less than 5000 nM and, optionally, inhibit
SHMT1 with an IC30 of less than 5000 nM. In certain
embodiments, compound of Formula III inhibit SHMT?2
with an IC50 of less than 2000 nM, less than 1500 nM, less
than 800 nM, less than 500 nM, less than 250 nM, less than
150 nM, or less than 50 nM. In certain embodiments, such
compounds also mhibit SHMT1 with an IC50 of less than
5000 nM. In certain embodiments, such compounds nhibit
SHMT1 with an IC30 of less than 1000 nM, less than 7350
nM, less than 500 nM, less than 250 nM, less than 100 nM,
or less than 50 nM.

In certain embodiments, compounds of Formula III
described using any combination of structural and/or func-
tional activity, including any combination of one or more
features described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods
described herein, such as to inhibit SI-MT activity 1n vitro or
1n vivo, or to treat cancer.

In certain embodiments, when R® is H, R’ is not a
substituted or unsubstituted aryl.

In one aspect, the disclosure provides compounds repre-
sented by general Formula (IV):

Formula (IV)

wherein:

R®, R' and R* are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR'",

—S(0O),R", —S(0),NR'"R"™*, —OR", —OC(O)R',
—C(O)OR"?, —C(O)R'", —C(O)NR'°R'*, —NR'°R'~,
—NR"C(O)R'", —NS(0),R'?, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C,-C haloalkoxy;
R is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0),R", —S(O),NR'°R"*, —OR"', —OC
(O)R'?, —C(O)OR"*), —C(OR'", —C(O)NR'’R",
—NR'"R"™, —N(R"™)C(O)R"', —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C, haloalkyl, or substituted or unsubstituted C,-C,
haloalkoxy;

R* and R” are independently selected from —H, —NR'°R'~,
—C(ONR'""R"?, —N(R'"*)C(O)R"!, nitrile, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
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cycloalkyl, substituted or unsubstituted aryl, substituted or
unsubstituted heteroaryl, substituted or unsubstituted aryl-
alkyl, or substituted or unsubstituted heteroarylalkyl, or R”
and R* taken together with the respective carbon atom to
which they are attached form a substituted or unsubstituted
4-12 membered ring;
R® is selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl;
R’ and R® are each independently selected from —H,
—NR'"R'?, —C(O)NR'’R"*, —NR'5)C(O)R", nitrile,
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl; each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and each occurrence of R'” and
R'* is each independently selected from —I, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl, or a pharmaceutically acceptable salt thereof.
In certain embodiments of any of the foregoing or fol-
lowing, the compounds of the disclosure, or a pharmaceu-
tically acceptable salt thereot, are represented by Formula

(IVa) (wherein the R groups are as described above for
Formula (IV)):

Formula (IVa)

Rﬁ

In certain embodiments of any of the foregoing or fol-
lowing, the compounds of the disclosure, or a pharmaceus-
tically acceptable salt thereol, are represented by Formula

(IVb) (wherein the R groups are as described above for
Formula (IV)):

Formula (IVb)
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In certain embodiments, any of the compounds of For-
mula (IV) (including of Formula (Iva) or (IVb)) described
herein, or a pharmaceutically acceptable salt thereof, are
capable of inhibiting activity of an SHMT enzyme (e.g., are
SHMT inhibitors, such as an SHMT2 inhibitor). Any such
compounds described based on any of the structural features
described herein may, 1n certain embodiments, also be
described based on any of the functional features described
heremn (e.g., binding athmty for SHMT1 and/or 2, 1C50,
selectivity, inhibitory effect on serine flux or mitochondrial
serine flux, etc.)

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated
or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, in certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.

In certain embodiments, the disclosure provides a phar-
maceutically acceptable salt of any of the compounds of the
disclosure.

In certain embodiments of any of the foregoing or fol-
lowing, R®, R' and R” are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(0),R", —S(0),NR'"R**, —OR'", —OC(O)R',
—C(O)OR"?, —C(O)R"', —C(O)NR'’R'*, —NR'°R'~,
—N(R"™)C(O)R", —NS(0),R**, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted haloal-
kvyl, or substituted or unsubstituted C,-C, haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from hydroxyl, —S(O),R",
—S(0O),NR'"R"*, —OR'!, —C(O)NR'°R"*, —NR'°R'~,
—N(R"™C(OR', or —NS(0),R"*. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R" is —I.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each independently selected from
—H, hydroxyl, —S(O),R"', —S(0O),NR'"R'*, —OR'",
—C(O)NR'°R"*, —NR'"’R"*, —N(R")C(O)R"", or —NS
(0),R".

In certain embodiments of any of the foregoing or fol-
lowing, R' and R*® are each independently selected from
—H, methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, trifluoromethyl, or trifluoromethoxy. In other
embodiments, R" is selected from —H, halogen, substituted
or unsubstituted C,-C. haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C,
alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C,-C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.
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In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is isopropyl. In certain embodiments, isopropyl
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R> are independently selected from —H,
substituted or unsubstituted C,-C. alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-

stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R’ are each independently selected from
—H, methyl, ethyl, propyl, 1sopropyl, cyclopropyl,
cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl. In
certain embodiments, any of the foregoing except H, may be
optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* and R” are each independently —H or methyl. In
certain embodiments, methyl may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R* taken together with the respective carbon
atoms to which they are attached form a substituted or
unsubstituted 4-12 membered ring.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R* taken together with the respective carbon
atom to which they are attached form a 4-12 membered ring
selected from substituted or unsubstituted aryl or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R* taken together with the respective carbon
atom to which they are attached form a substituted or
unsubstituted 4-12 membered ring containing 0-4 heteroa-
toms (0, 1, 2, 3 or 4) independently selected from N, O, or
S.

In certain embodiments of any of the foregoing or fol-
lowing, the 4-12 membered ring 1s a monocyclic ring. In
certain embodiments of any of the foregoing or following,
the 4-12 membered ring 1s a polycyclic ring. In certain
embodiments of any of the foregoing or following, the 4-12
membered ring 1s a bicyclic ring. In certain embodiments of
any of the foregoing or following, when the 4-12 membered
ring 1s a polycyclic ring, each ring 1s independently selected
from saturated or unsaturated, and each ring may indepen-
dently contain one or more heteroatoms.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R* taken together with the respective carbon
atom to which they are attached form a phenyl ring. In
certain embodiments, the phenyl ring may be optionally
substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R° is selected from —H, methyl, ethyl, isopropyl,
cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl,




US 11,759,453 B2

39

pyridyl, or benzyl. In certain embodiments, any of the
foregoing except —H, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R°® is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ and R® are each independently selected from
—H, —NR'R'"?, —C(ONR'"’R'?, —N(R")C(O)R",
nitrile, methyl, ethyl, 1sopropyl, cyclopropryl, cyclobutyl,
cyclopentyl, cyclohexyl, phenyl, or benzyl.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, —NH,, methyl, or phenyl.
In certain embodiments, any of the foregoing except —H,
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from —H, nitrile, or —C(O)NH,,. In
certain embodiments, —C(O)NH, may be optionally sub-
stituted.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C alkyl or substituted
or unsubstituted cycloalkyl. In certain embodiments, there 1s
no occurrence of R''.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'® and R'* is each indepen-
dently selected from —H, substituted or unsubstituted C,-C
alkyl, or substituted or unsubstituted cycloalkyl, such as
from —H, or substituted or unsubstituted C,-C, alkyl. In
certain embodiments, each occurrence of R'°® and R'“ is

—H. In certain embodiments, there is no occurrence of R*"
and/or R*'“.

In certain embodiments, the compound 1s selected from:

F3C

F;C
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-continued
F2C

Cl3,

(I

or a pharmaceutically acceptable salt thereof.
In certain embodiments, the compound of Formula (IV),

(IVa), or (IVb) 1s:

CF;

CN
|
BN
N N NI,
CFs

CF;

or

CF;.
CN
{\ L]
e
! N NI,

or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereof or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R®, R" and R” are not all simultaneously —H. In
other embodiments, R” is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R* or R?. In certain embodiments, R” is —H,
and R' and R* are not —H. In other embodiments, R* is —H
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R” or R*. In
certain embodiments, R* is —H, and R” and R* are not —H.
In other embodiments, R* is —IH and the ring to which it is
attached 1s substituted with a single substituent (other than
H) at one of R” or R'. In certain embodiments, R* is —H,
and R” and R' are not —H. In other embodiments, R°, R*
and R* are not —I.

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula IV are inhibitors of SHMT,
such as are capable of inhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula IV
are SHMT?2 inhibitors and, optionally, are also inhibitors of
SHMT1. In certain embodiments, compounds of Formula IV
are SHM'T2 inhibitors, but do not inhibit SHMT1. In certain
embodiments, compounds of Formula IV inhibit SHMT2
with an IC50 of less than 5000 nM and, optionally, inhibit
SHMT1 with an IC30 of less than 5000 nM. In certain

embodiments, compound of Formula IV inhibit SHMT?2
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with an IC50 of less than 2000 nM, less than 1500 nM, less
than 800 nM, less than 500 nM, less than 250 nM, less than
150 nM, or less than 50 nM. In certain embodiments, such
compounds also mhibit SHMT1 with an IC50 of less than
5000 nM. In certain embodiments, such compounds inhibit

SHMT1 with an IC50 of less than 1000 nM, less than 750

nM, less than 500 nM, less than 250 nM, less than 100 nM,
or less than 50 nM.

In certain embodiments, compounds of Formula IV
described using any combination of structural and/or func-
tional activity, including any combination of one or more
teatures described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods
described herein, such as to inhibit SHMT activity in vitro
Or 1n vVivo, or to treat cancer.

In certain embodiments, the compound of Formula (IV),
(Iva), or (IVb) 1s not

.y

In one aspect, the disclosure provides compounds repre-
sented by general Formula (V):

Formula (V)
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wherein:
A, D, G and K are each independently N or CR'”, provided
that no more than two of A, D, G, and K are N simultane-

ously;
R®, R" and R* are each independently selected from —H,
halogen, hydroxyl, nitro, —SOR", —S(O),R",

—S(O),NR'"R"*, —OR'', —OC(O)R'?, —C(O)OR'*,
—C(O)R'", —C(O)NR'°R'?, —NR'""R"'*, —N(R'$)C(0O)
R", —NS(O),R"'* substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted heterocyclyl, substituted or unsubstituted aryl, sub-
stituted or unsubstituted heteroaryl substituted or unsubsti-
tuted arylalkyl, substituted or unsubstituted heteroarylalkyl,
substituted or unsubstituted C,-C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy;
R is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0O),R", —S(O),NR'°R"'?, —OR"', —OC
(OR'"?, —C(O)OR", —C(OR"'", —C(O)NR'’R",
—NR"R", —N(R")C(O)R"", —NS(0O),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C; haloalkyl, or substituted or unsubstituted C,-C
haloalkoxy;
R’ and R® are each independently selected from —H,
—NR'"R'?, —C(O)NR'’R"?, —NR'5)C(O)R", nitrile,
substituted or unsubstituted C,-C. alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted aryl,
substituted or unsubstituted heteroaryl, substituted or unsub-
stituted arylalkyl, or substituted or unsubstituted heteroary-
lalkyl; each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; each occurrence of R'® and R'* is
cach independently selected from —H, substituted or unsub-
stituted C, -C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, or substituted or unsubstituted heteroaryl;
and
each occurrence of R"” is independently selected from —H,
halogen, hydroxyvl, nitro, nitrile, substituted or unsubstituted
C,-C, alkoxy, substituted or unsubstituted C,-C, alkyl, or
substituted or unsubstituted C,-C, haloalkyl, substituted or
unsubstituted C,-C, haloalkoxy, or a pharmaceutically
acceptable salt thereof.

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
sented by Formula (Va) (wherein the R groups are as

described above for Formula (V)):

Formula (Va)

In certain embodiments, the compounds of the disclosure,
or a pharmaceutically acceptable salt thereol, are repre-
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sented by Formula (Vb) (wheremn the R groups are as
described above for Formula (V)):

Formula (Vb)

In certain embodiments, any of the compounds of For-
mula (V) (including of Formula (Va) or (Vb)) described

herein, or a pharmaceutically acceptable salt thereof, are
capable of inhibiting activity of an SHMT enzyme (e.g., are
SHMT inhibitors, such as an SHMT2 inhibitor). Any such
compounds described based on any of the structural features
described herein may, i certain embodiments, also be
described based on any of the functional features described
heremn (e.g., binding athmty for SHMT1 and/or 2, 1C50,
selectivity, inhibitory effect on serine flux or mitochondrial
serine flux, etc.)

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated
or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, in certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.

In certain embodiments, the disclosure provides a phar-
maceutically acceptable salt of any of the compounds of the
disclosure.

In certain embodiments of any of the foregoing or fol-
lowing, R", R', and R?, are each independently selected
from —H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(0),R", —S(O),NR'""R", —OR", —C(O)OR",
—C(O)R", —C(O)NR'"’R'?, —NR'""R"*, —N(R"*)C(0O)
R™, —NS(0),R"?, substituted or unsubstituted C,-C,, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted heterocyclyl, substituted or unsubstituted aryl, sub-
stituted or unsubstituted heteroaryl, substituted or unsubsti-
tuted arylalkyl, substituted or unsubstituted heteroarylalkyl,
substituted or unsubstituted C,-C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, hydroxyl, —S(O),R'",
—S(O),NR'""R"*, —OR"'', —C(O)NR'"R"*, —NR'°R'~,
—N(R"™)C(O)R', or —NS(0),R"*. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C,. haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —OR, ,, substituted or
unsubstituted C,-C, alkyl, or substituted or unsubstituted
C,-Cs haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy. In other embodiments, R” is selected from —H,
halogen, substituted or unsubstituted C,-C, haloalkyl, sub-
stituted or unsubstituted C, -C, haloalkoxy, or substituted or
unsubstituted C,-C,, alkyl. In other embodiments R is —H.
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In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each independently selected from
—H, methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, or trifluoromethyl, or trifluoromethoxy. In other
embodiments, R is selected from H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C, -C,
alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R and R” are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C,
alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C, -C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing, may be optionally substituted.

In certain embodiments, 1n of any of the foregoing or
following, R> is isopropyl. In certain embodiments, isopro-
pyl may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R’ and R® are each independently selected from
—H, —NR'"R", —C(ONR'R'"?, —NR'"*CO)R",
nitrile, methyl, ethyl, 1sopropyl, cyclopropryl, cyclobutyl,
cyclopentyl, cyclohexyl, phenyl, or benzyl. In certain
embodiments, any of the foregoing except H, may be
optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is methyl or phenyl. In certain embodiments, any
of the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R® is nitrile or —C(O)NH.,. In certain embodiments,
—(C(O)NH, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'' is independently selected
from substituted or unsubstituted C,-C, alkyl or substituted
or unsubstituted cycloalkyl. In certain embodiments, there 1s
no occurrence of R*".

In certain embodiments of any of the foregoing or fol-
lowing, each occurrence of R'® and R'* is each indepen-
dently selected from —H, substituted or unsubstituted C,-C
alkyl, or substituted or unsubstituted cycloalkyl, such as
from —H, or substituted or unsubstituted C,-C, alkyl. In
certain embodiments, each occurrence of R'® and R'“ is
—H. In certain embodiments, there is no occurrence of R*"
and/or R'>.

In certain embodiments of any of the foregoing or fol-
lowing, R" is independently selected from —H, halogen,
hydroxyl, nitro, nitrile, —SOR", —S(0O),R"", —S(0),
NR'"R'?, —OR"', —OC(O)R"*, —C(O)OR'*, —C(O)R'",
—C(O)NR'"R*?, —NR'"R"*, —N(R"™)C(O)R'', —NS(0O),
R ", substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, substituted or
unsubstituted heteroaryl substituted or unsubstituted




US 11,759,453 B2

45

arylalkyl, substituted or unsubstituted heteroarylalkyl, sub-
stituted or unsubstituted C,-C, haloalkyl, or substituted or
unsubstituted C,-C, haloalkoxy;

R' and R* are each independently selected from —H,
methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, or tnfluoromethyl;

R> is selected from methyl, ethyl, propyl, isopropyl, cyclo-
propyl, or cyclobutyl;

R’ and R® are each independently selected from —H,
—NH,, —C(O)NH,, nitrile, methyl, ethyl, 1sopropyl, cyclo-
propryl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl, or
benzyl; and A, D, G and K 1s each independently selected
from N or CR'>, wherein each occurrence of R is inde-
pendently selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C, -C alkoxy, substituted
or unsubstituted C,-C alkyl, or substituted or unsubstituted
C,-Cs haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R is selected from —H, hydroxyl, —S(O),R"",
—S(0O),NR'"R"*, —OR"', —C(O)NR'°R"*, —NR'°R'?,
—N(R"™C(OR', or —NS(O),R'?;

R' and R” are each trifluoromethyl;

R> is isopropyl;

R’ is —NH,, methyl or pheny]:

R® is nitrile or —C(O)NH,; and

A, D, G and K 1s each independently selected from N or
CR'>, wherein each occurrence of R'> is independently
selected from —H, halogen, hydroxyl, mitro, nitrile, substi-
tuted or unsubstituted C,-C, alkoxy, substituted or unsub-
stituted C,-C, alkyl, or substituted or unsubstituted C,-C,
haloalkyl, substituted or unsubstituted C,-C, haloalkoxy.

In certain embodiments, the compound 1s selected from:

F3C

CFks, or
/CN
N
OJ\N/‘ ‘ AN
F

or a pharmaceutically acceptable salt thereof.
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In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereol or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R°, R' and R* are not all simultaneously —H. In
other embodiments, R” is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R* or R?. In certain embodiments, R” is —H,
and R*' and R* are not —H. In other embodiments, R' is —H
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R” or R*. In
certain embodiments, R* is —H, and R” and R are not —H.
In other embodiments, R* is —H and the ring to which it is
attached 1s substituted with a single substituent (other than
—H) at one of R” or R". In certain embodiments, R* is —H,
and R” and R' are not —H. In other embodiments, R°, R*
and R* are not —I.

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula V are inhibitors of SHMT,
such as are capable of inhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula
(V) are SHMT2 inhibitors and, optionally, are also inhibitors
of SHMTT1. In certain embodiments, compounds of Formula
V are SHMT?2 inhibitors, but do not inhibit SHMT1. In
certain embodiments, compounds of Formula V 1nhibit
SHMT?2 with an IC30 of less than 5000 nM and, optionally,
inhibit SHMT1 with an IC50 of less than 5000 nM. In
certain embodiments, compound of Formula (V) inhibat
SHMT?2 with an IC50 of less than 2000 nM, less than 1500
nM, less than 800 nM, less than 500 nM, less than 250 nM,
less than 150 nM, or less than 50 nM. In certain embodi-
ments, such compounds also inhibit SHM'T1 with an IC50 of
less than 5000 nM. In certain embodiments, such com-
pounds mhibit SHMT1 with an IC350 of less than 1000 nM,
less than 750 nM, less than 500 nM, less than 250 nM, less
than 100 nM, or less than 50 nM.

In certain embodiments, compounds of Formula (V)
described using any combination of structural and/or func-
tional activity, mncluding any combination of one or more
teatures described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods
described herein, such as to inhibit SHMT activity in vitro
Or 1n vivo, or to treat cancer.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutical composi-
tion comprising a compound as disclosed herein, or a
pharmaceutically acceptable salt thereof, and one or more
pharmaceutically acceptable excipients and/or solvents.

In another aspect of any of the foregoing or following, the
disclosure provides a method of inhibiting the activity of a
mammalian serine hydroxymethyl transierase (SHMT)
enzyme, comprising contacting the enzyme or a cell express-
ing the enzyme with a compound, or a pharmaceutically

acceptable salt thereol, or a pharmaceutical composition as
described herein.

In certain embodiments of any of the foregoing or fol-
lowing, the mammalian SHMT enzyme 1s a human SHMT
enzyme.

In certain embodiments of any of the foregoing or fol-
lowing, the SHMT enzyme 1s SHMT?2.

In certain embodiments of any of the foregoing or fol-
lowing, the method 1s an 1n vitro method comprising con-
tacting the cell with the compound.
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In another aspect of any of the foregoing or following, the
disclosure provide a method for treating a disorder associ-
ated with activity of a serine hydroxymethyl transferase
(SHM'T) enzyme and/or associated with alterations 1n mito-
chondral metabolism, such as mitochondrial folate metabo-
lism, comprising administering to a subject in need thereof
an ellective amount of a compound, or a pharmaceutically
acceptable salt thereof, or a pharmaceutical composition as
described herein.

In certain embodiments of any of the foregoing or fol-
lowing, the SHMT enzyme 1s SHM'T2, and wherein the
subject 15 a human subject.

In certain embodiments of any of the foregoing or fol-
lowing, the disorder i1s cancer or an autoimmune disorder.

In certain embodiments of any of the foregoing or fol-
lowing, the cancer 1s selected from pediatric or adult leu-
kemia, lymphoma, solid tumors of the lung, non-small cell
lung cancer, mesothelioma, solid tumors of the breast, colon
cancer, liver cancer, stomach cancer, prostate cancer, pan-
creatic cancer, ovarian cancer, uterus and female genital tract
cancer, bladder cancer, head and neck cancer, osteosarcoma,
or trophoblastic neoplasms.

In certain embodiments of any of the foregoing or fol-
lowing, the cancer i1s characterized by a Myc mutation.

In certain embodiments of any of the foregoing or fol-
lowing, the autoimmune disorder 1s selected from rheuma-
toid arthritis, dermatomyositis, psoriasis, lupus, sarcoidosis,
Crohn’s disease, eczema or vasculitis.

In certain embodiments of any of the foregoing or fol-
lowing, the method further comprises administering to the
subject an additional anti-cancer agent.

In certain embodiments the additional anti-cancer agent
comprises an anti-folate compound (e.g., a traditional anti-
folate; an anti-folate that i1s not a selective inhibitor of
SHMT).

In certain embodiments of any of the foregoing or fol-
lowing, the method further comprises administering to the
subject a rescue therapy.

In certain embodiments of any of the foregoing or fol-
lowing, the rescue therapy 1s a formate salt or folinic acid.

In certain embodiments of any of the foregoing or fol-
lowing, the administration of a compound of the disclosure,
or a pharmaceutically acceptable salt thereof, or a pharma-
ceutical composition comprising a compound of the disclo-
sure, 1s part of a therapeutic regimen with one or more other
agents or treatment modalities.

In another aspect, the disclosure provides a method of
inhibiting the activity of a mammalian serine hydroxymethyl
transierase (SHMT) enzyme, comprising contacting the
enzyme or a cell expressing the enzyme with a compound of
Formula (VI) or a pharmaceutically acceptable salt thereof:

Formula (VI)
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wherein:

R° R' and R? are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR"!,

—S(O),R", —S(0O),NR'""R"*, —OR", —OC(O)R'",
—C(O)OR"?, —C(O)R", —C(O)NR'"R'*, —NR'"R*'",
—N(R"™)C(O)R'', —NS(0),R"*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C,-C . haloalkoxy;
R” is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0),R", —S(0O),NR'°R'?, —OR", —OC
(OR"”?, —C(O)OR'?, —C(O)R", —C(ONR'"R",
—NR'"R", —N(R"C(O)R"", —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C, haloalkyl, or substituted or unsubstituted C,-C,
haloalkoxy;

R* is selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, or substituted or

unsubstituted heteroarylalkyl;
R>, R® and R' are each independently selected from —H,
—C(O)R", substituted or unsubstituted C,-C, alkyl, sub-
stituted or unsubstituted cycloalkyl, substituted or unsubsti-
tuted aryl, substituted or unsubstituted heteroaryl, substi-
tuted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl, or R” is selected from any of
the foregoing and R* and R’ taken together with the nitrogen
atom to which they are attached form a substituted or
unsubstituted 3-6 membered ring;
each occurrence of R'' is independently selected from
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and
each occurrence of R'® and R'* is each independently
selected from —H, substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted heterocyclyl, substituted or unsubstituted aryl, or
substituted or unsubstituted heteroaryl.

In some embodiments, the compound 1s represented by
Formula (VIa) (wherein the R groups are as described above

for Formula (VI)):

Formula (Vla)
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In certain embodiments, the compound 1s represented by
Formula (VIb) (wherein the R groups are as described above

for Formula (VI)):

Formula (VIb)

In certain embodiments, any of the compounds of For-
mula (VI) (including of Formula (VIa) or (VIb)) described
herein, or a pharmaceutically acceptable salt thereot, are
capable of inhibiting activity of an SHMT enzyme (e.g., are
SHMT inhibitors, such as an SHMT2 inhibitor). Any such
compounds described based on any of the structural features
described herein may, 1n certain embodiments, also be
described based on any of the functional features described
herein (e.g., binding athnity for SHMT1 and/or 2, 1C50,
selectivity, inhibitory effect on serine flux or mitochondrial
serine flux, etc.)

In certain embodiments of any of the foregoing or fol-
lowing, a compound of the disclosure 1s provided 1n 1solated
or substantially purified form, such as a substantially puri-
fied stereoisomer of a compound of the disclosure. Without
being bound by theory, compounds of the disclosure have a
stereocenter. Thus, in certain embodiments, substantially
purified stereoisomers are provided and are suitable in any
of the methods described herein.

In certain embodiments, the disclosure provides a phar-
maceutically acceptable salt of any of the compounds of the
disclosure.

In another aspect, the disclosure provides a method for
treating a disorder associated with activity of a serine
hydroxymethyl transterase (SHMT) enzyme and/or associ-
ated with alterations in mitochondrial metabolism, such as
mitochondrial folate metabolism, comprising administering,
to a subject 1 need thereol an eflective amount of a
compound of Formula (VI) or a pharmaceutically acceptable
salt thereof:

Formula (VI)

wherein:
R® R' and R? are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR"', —S(O),R",
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—S(O),NR'""R"*, —OR'', —OC(O)R'?, —C(O)OR'",
—C(O)R'", —C(O)NR'°R'?, —NR'"R'*, —N(R'*)C(0)
R', —NS(O),R"'? substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted heterocyclyl, substituted or unsubstituted aryl, sub-
stituted or unsubstituted heteroaryl substituted or unsubsti-
tuted arylalkyl, substituted or unsubstituted heteroarylalkyl,
substituted or unsubstituted C,-C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy;
R’ is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR", —S(0),R", —S(O),NR'°R'?, —OR", —OC
(OR"”, —C(O)OR'?), —C(O)R", —C(ONR'"R",
—NR'"R", —N(R")C(O)R'", —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-Cs haloalkyl, or substituted or unsubstituted C,-C,
haloalkoxy;
R* is selected from H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl;
R>, R® and R’ are each independently selected from —H,
—C(O)R", substituted or unsubstituted C,-C, alkyl, sub-
stituted or unsubstituted cycloalkyl, substituted or unsubsti-
tuted aryl, substituted or unsubstituted heteroaryl, substi-
tuted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl, or R” is selected from any of
the foregoing and R® and R taken together with the nitrogen
atom to which they are attached form a substituted or
unsubstituted 3-6 membered ring;

each occurrence of R is independently selected from
substituted or unsubstituted C,-C, alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl; and each occurrence of R'® and
R" is each independently selected from —H, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl.

In some embodiments, the compound 1s represented by
Formula (VIa) (wherein the R groups are as described above

for Formula (VI)):

Formula (Vla)

In some embodiments, the compound 1s represented by
Formula (VIb) (wherein the R groups are as described above

for Formula (VI)):
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Formula (VIb)

In some embodiments, of any of the foregoing or follow-
ing, R, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(O),R", —S(0),NR'"R"™*, —OR", —OC(O)R',
—C(O)OR', —C(O)NR'’R", —NR'"R'?*, —NR'"R'*,
—N(R"™)C(OR'', —NS(0),R"*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C, -C. haloalkoxy.

In some embodiments, of any of the foregoing or follow-
ing, R" is selected from hydroxyl, —S(O),R",
—S(0),NR'"R"”, —OR", —C(O)NR'"R"**, —NR"'"R"*,
—NR"™)C(O)R", or —NS(0O),R**. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R" is —I.

In some embodiments, of any of the foregoing or follow-
ing, R' and R” are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —OR'', substituted or
unsubstituted C,-C, alkyl, or substituted or unsubstituted
C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy. In other embodiments, R® is selected from —H,
halogen, substituted or unsubstituted C,-C, haloalkyl, sub-
stituted or unsubstituted C,-C, haloalkoxy, or substituted or
unsubstituted C,-C,, alkyl. In other embodiments R"” is —H.

In some embodiments, of any of the foregoing or follow-
ing, R' and R” are each independently selected from —H,
methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, trfluoromethyl, or trifluoromethoxy. In other
embodiments, R" is selected from —H, halogen, substituted
or unsubstituted C,-C. haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R” is —I.

In some embodiments, of any of the foregoing or follow-
ing, R' and R* are each independently selected from H,
methoxy, chloro, nitro, nitrile, or trifluoromethyl. In other
embodiments, R is selected from —H, halogen, substituted
or unsubstituted C,-C, haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R” is —H.

In some embodiments, of any of the foregoing or follow-
ing, R1 and R* are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C
alkyl. In other embodiments R° is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, halogen, hydroxyl, nitro,
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nitrile, substituted or unsubstituted C,-C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In some embodiments of any of the foregoing or follow-
ing, R® is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing may be optionally substituted.

In some embodiments of any of the foregoing or follow-
ing, R®> is selected from isopropyl, cyclopropyl, or
cyclobutyl. In certain embodiments, any of the foregoing
may be optionally substituted.

In some embodiments of any of the foregoing or follow-
ing, R® is cyclobutyl. In certain embodiments, cyclobutyl
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
arylalkyl.

In some embodiments of any of the foregoing or follow-
ing, R* is selected from methyl, ethyl, isopropyl, cyclopro-
pyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl.
In certain embodiments, any ol the foregoing may be
optionally substituted.

In some embodiments of any of the foregoing or follow-
ing, R* is methyl or isopropyl. In certain embodiments, any
of the foregoing may be optionally substituted.

In some embodiments, of any of the foregoing or follow-
ing, R* is methyl. In certain embodiments, methyl may be
optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and R’ are each independently selected from
—H, —C(O)R"", substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, substituted or unsubstituted arylalkyl, or R is
selected from any of the foregoing and R° and R’ taken
together with the nitrogen atom to which they are attached
form a substituted or unsubstituted 3-6 membered ring.

In certain embodiments of any of the foregoing or fol-
lowing, R, R® and R’ are each independently selected from
—H, —C(O)R'!, substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, or substituted or unsubstituted arylalkyl.

In some embodiments of any of the foregoing or follow-
ing, R, R® and R’ are each independently selected from
—H, methyl, ethyl, 1sopropyl, cyclopropyl, cyclobutyl,
cyclopentyl, cyclohexyl, phenyl, benzyl, or COCH;. In
certain embodiments, any of the foregoing, except H, may
be optionally substituted.

In some embodiments of any of the foregoing or follow-
ing, R>, R® and R’ are each independently selected from
—H, methyl, phenyl, or COCH,. In certain embodiments,
any of the foregoing, except H, may be optionally substi-
tuted.

In some embodiments of any of the foregoing or follow-
ing, R> and R°® are each independent selected from —H,
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methyl or phenyl. In certain embodiments, any of the _continued
foregoing, except H, may be optionally substituted.

In some embodiments of any of the foregoing or follow-
ing, R” is —H.

In some embodiments of any of the foregoing or follow-
ing, the compound 1s selected from: CF3,

5
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or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
20 lowing, the compound 1s;
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35 Or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the compound 1is:
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or an enantiomer thereol, or a pharmaceutically acceptable
salt of any one of the foregoing. In certain such embodiment,
the compound 1s:
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F,C

CE3,

or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereol or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R®, R' and R are not all simultaneously —H. In
other embodiments, R” is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R' or R?. In certain embodiments, R” is —H,
and R' and R* are not —H. In other embodiments, R* is —H
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R” or R*. In
certain embodiments, R is —H, and R” and R* are not —H.
In other embodiments, R* is —H and the ring to which it is
attached 1s substituted with a single substituent (other than
H) at one of R” or R*. In certain embodiments, R* is —H,
and R” and R' are not —H. In other embodiments, R°, R*

and R* are not —H.

In certain embodiments of any of the foregoing or fol-
lowing, compounds of Formula VI are inhibitors of SHMT,
such as are capable of mhibiting an activity of an SHMT
enzyme. In certain embodiments, compounds of Formula VI
are SHMT?2 inhibitors and, optionally, are also inhibitors of
SHMT1. In certain embodiments, compounds of Formula VI
are SHM'T?2 inhibitors, but do not inhibit SHMT1. In certain
embodiments, compounds of Formula VI mhibit SHMT2
with an IC50 of less than 5000 nM and, optionally, inhibit
SHMT1 with an IC30 of less than 5000 nM. In certain
embodiments, compound of Formula VI inhibit SHMT?2
with an IC50 of less than 2000 nM, less than 1500 nM, less
than 800 nM, less than 500 nM, less than 250 nM, less than
150 nM, or less than 50 nM. In certain embodiments, such
compounds also mhibit SHMT1 with an IC50 of less than
5000 nM. In certain embodiments, such compounds 1nhibit
SHMT1 with an IC50 of less than 1000 nM, less than 750
nM, less than 500 nM, less than 250 nM, less than 100 nM,
or less than 50 nM. In certain embodiments, the IC50 1s
measured 1n an 1n vitro assay, as described herein. In certain
embodiments, compounds are selective inhlibitors, as
described herein.

In certain embodiments, compounds of Formula (VI)
described using any combination of structural and/or func-
tional activity, including any combination of one or more
teatures described above or herein, are provided (and may be
provided as an 1solated or purified form or as a pharmaceu-
tical composition). In certain embodiments, any such com-
pounds of the disclosure may be used 1n any of the methods
described herein, such as to inhibit SHMT activity in vitro
Or 1n vVivo, or to treat cancer.

In another aspect, the disclosure provides a pharmaceu-
tical composition for inhibiting the activity of a mammalian
serine hydroxymethyl transferase (SHM'T) enzyme, com-
prising a compound of Formula (VI) or a pharmaceutically
acceptable salt thereof:
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Formula (VI)

wherein:

R° R' and R* are each independently selected from —H,
halogen, hydroxyl, nitro, nitrile, —SOR'",

—S(O),R", —S(O),NR'""R"*, —OR", —OC(O)R',
—C(O)OR"?, —C(O)R"', —C(O)NR'"R"'*, —NR'"R'",
—N(R"™)C(O)R'', —NS(0),R"*, substituted or unsubsti-
tuted C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl
substituted or unsubstituted arylalkyl, substituted or unsub-
stituted heteroarylalkyl, substituted or unsubstituted C,-C,
haloalkyl, or substituted or unsubstituted C,-C . haloalkoxy;
R” is selected from —H, halogen, hydroxyl, nitro, nitrile,
—SOR'", —S(0),R", —S(0),NR'’R'*, —OR", —OC
(O)R"”?, —C(O)OR'?, —C(O)R", —C(ONR'"R",
—NR"™R"™, —N(R"*)C(O)R"", —NS(0),R"*, substituted
or unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, substituted or unsubstituted arylalkyl, substituted
or unsubstituted heteroarylalkyl, substituted or unsubstituted
C,-C; haloalkyl, or substituted or unsubstituted C,-C
haloalkoxy;

R* is selected from —I, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted aryl, substituted or unsubstituted heteroaryl,
substituted or unsubstituted arylalkyl, or substituted or

unsubstituted heteroarylalkyl;
R>, R® and R’ are each independently selected from —H,
—C(O)R", substituted or unsubstituted C,-C, alkyl, sub-
stituted or unsubstituted cycloalkyl, substituted or unsubsti-
tuted aryl, substituted or unsubstituted heteroaryl, substi-
tuted or unsubstituted arylalkyl, or substituted or
unsubstituted heteroarylalkyl, or R” is selected from any of
the foregoing and R® and R taken together with the nitrogen
atom to which they are attached form a substituted or
unsubstituted 3-6 membered ring;
each occurrence of R'' is independently selected from
substituted or unsubstituted C,-C. alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted het-
erocyclyl, substituted or unsubstituted aryl, or substituted or
unsubstituted heteroaryl, and each occurrence of R'” and
R'* is each independently selected from —H, substituted or
unsubstituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
heteroaryl, formulated 1n a pharmaceutically acceptable
excipient or solvent.

In certain embodiments, the compound 1s represented by
Formula (VIa) (wherein the R groups are as described above

for Formula VI):
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Formula (VIa)

In certain embodiments, the compound 1s represented by
Formula (VIb) (wherein the R groups are as described above

for Formula (VI)):

Formula (VIb)

In certain embodiments of any of the foregoing or fol-
lowing, R”, R' and R* are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, —SOR",
—S(0O),R", —S(0),NR'"R"™*, —OR", —OC(O)R',
—C(O)OR", —C(O)R'""R"*?, —NR'""R"*, —N(R"*)C(0O)
R, —NS(O),R"*, substituted or unsubstituted C,-C,, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted heterocyclyl, substituted or unsubstituted aryl, sub-
stituted or unsubstituted heteroaryl, substituted or unsubsti-
tuted arylalkyl, substituted or unsubstituted heteroarylalkyl,
substituted or unsubstituted C,-C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected from hydroxyl, —S(O),R",
—S(0),NR'"R"™*, —OR", —C(O)NR'"R'?>, —NR'°R"*,
—N(R"™)C(O)R", or —NS(0),R"*. In other embodiments,
R® is selected from —H, halogen, substituted or unsubsti-
tuted C,-C, haloalkyl, substituted or unsubstituted C,-C,
haloalkoxy, or substituted or unsubstituted C,-C, alkyl. In
other embodiments R is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each independently selected from
—H, halogen, hydroxyl, nitro, nitrile, substituted or unsub-
stituted C,-C, alkyl, or substituted or unsubstituted C,-C,
haloalkyl, substituted or unsubstituted C,-C haloalkoxy. In
other embodiments, R” is selected from —H, halogen,
substituted or unsubstituted C,-C, haloalkyl, substituted or
unsubstituted C,-C, haloalkoxy, or substituted or unsubsti-
tuted C,-C, alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each independently selected from
—H, methoxy, fluoro, chloro, bromo, hydroxyl, nitro, nitrile,
methyl, trifluoromethyl, or trifluoromethoxy. In other
embodiments, R” is selected from —H, halogen, substituted
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or unsubstituted C,-C, haloalkyl, substituted or unsubsti-
tuted C,-C, haloalkoxy, or substituted or unsubstituted
C,-C, alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R* are each independently selected from
—H, methoxy, chloro, nitro, nitrile, or trifluoromethyl. In

other embodiments, R” is selected from —H, halogen,
substituted or unsubstituted C,-C, haloalkyl, substituted or

unsubstituted C,-C, haloalkoxy, or substituted or unsubsti-
tuted C,-C, alkyl. In other embodiments R® is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R' and R” are each trifluoromethyl. In other embodi-
ments, R” is selected from —H, halogen, substituted or
unsubstituted C,-C, haloalkyl, substituted or unsubstituted
C,-C, haloalkoxy, or substituted or unsubstituted C,-C,
alkyl. In other embodiments R” is —H.

In certain embodiments of any of the foregoing or fol-
lowing, R’ is selected from —H, halogen, hydroxyl, nitro,
nitrile, substituted or unsubstituted C,-C, alkyl, substituted
or unsubstituted cycloalkyl, substituted or unsubstituted
heterocyclyl, substituted or unsubstituted aryl, or substituted
or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R® is selected substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted aryl,
or substituted or unsubstituted heteroaryl.

In certain embodiments of any of the foregoing or fol-
lowing, R is selected from methyl, ethyl, propyl, isopropyl,
cyclopropyl, or cyclobutyl. In certain embodiments, any of
the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is selected from isopropyl, cyclopropyl, or
cyclobutyl. In certain embodiments, any of the foregoing
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R” is cyclobutyl. In certain embodiments, cyclobutyl
may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, substituted or unsubstituted
heteroaryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from —H, substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted aryl, or substituted or unsubstituted
arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R* is selected from methyl, ethyl, isopropyl, cyclo-
propyl, cyclobutyl, cyclopentyl, cyclohexyl, phenyl or ben-
zyl.

In certain embodiments, any of the foregoing may be
optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is methyl or isopropyl. In certain embodiments,
any of the foregoing may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R* is methyl. In certain embodiments, methyl may
be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and are each independently selected from
—H, —C(O)R", substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, substituted or unsubstituted arylalkyl, or R” is
selected from any of the foregoing and R® and R’ taken
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together with the nitrogen atom to which they are attached _continued
form a substituted or unsubstituted 3-6 membered ring.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and R’ are each independently selected from
—H, —C(O)R"', substituted or unsubstituted C,-C, alkyl, 5
substituted or unsubstituted cycloalkyl, substituted or unsub-
stituted aryl, or substituted or unsubstituted arylalkyl.

In certain embodiments of any of the foregoing or fol-
lowing, R, R® and R” are each independently selected from
—H, methyl, ethyl, isopropyl, cyclopropyl, cyclobutyl, 10
cyclopentyl, cyclohexyl, phenyl, benzyl, or —COCH,. In
certain embodiments, any of the foregoing, except H or
—COCH,, may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R>, R® and are each independently selected from 15
—H, methyl, phenyl, or COCH,. In certain embodiments,
methyl and phenyl may be optionally substituted.

In certain embodiments of any of the foregoing or fol-
lowing, R> and R° are each independent selected from —H,

methyl or phenyl. In certain embodiments, methyl or phenyl 20 CF,
may be optionally substituted.
In certain embodiments of any of the foregoing or fol- >\ /CN
lowing, R’ is —H. N/ ‘ ‘
In certain embodiments of any of the foregoing or fol- \N N
lowing, the compound 1s selected from: 25 T O NH,;
Cl

30
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-continued -continued
FsC
5
Ckz, or
10 / CN
oL
\
/N 0O NI,
15
25
@\CF% .
/ or a pharmaceutically acceptable salt thereof.
N\ In certain embodiments of any of the foregoing or fol-
N-—--"’\ /\ s lowing, the compound 1is:
N\/
N
o NH, 45

or a pharmaceutically acceptable salt thereof.

50 In certain embodiments of any of the foregoing or following,
the compound 1s:

FsC
55
Cl3s,
CN
CF3, 60 N/ ‘ ‘
\
>\ N h 0 NH,
o
NN N . .

/N O E 65 or an enantiomer thereolf, or a pharmaceutically acceptable
H salt of any one of the foregoing. In certain such embodiment,

the compound 1s:
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or a pharmaceutically acceptable salt thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the disclosure provides a pharmaceutically accept-
able salt thereol or an enantiomer thereof.

In certain embodiments of any of the foregoing or fol-
lowing, the R°, R' and R are not all simultaneously —H. In
other embodiments, R” is —H and the ring to which it is
attached, 1s substituted with a single substituent (other than
—H) at one of R or R”. In certain embodiments, R” 1s —H,
and R' and R* are not —H. In other embodiments, R is —H
and the ring to which 1t 1s attached 1s substituted with a
single substituent (other than —H) at one of R” or R*. In
certain embodiments, R* is —H, and R” and R* are not —H.
In other embodiments, R is —H and the ring to which it is
attached 1s substituted with a single substituent (other than
—H) at one of R® or R'. In certain embodiments, R” is —H,
and R® and R' are not —H. In other embodiments, R°, R*
and R* are not —I.

In certain embodiments of any of the foregoing or fol-
lowing, when a moiety 1s characterized as “substituted,”
cach substituent 1s for example, independently selected from
a halogen, a hydroxyl, a carbonyl (such as a carboxyl, an
alkoxycarbonyl, a formyl, or an acyl), a thiocarbonyl (such
as a thioester, a thioacetate, or a thioformate), an alkoxy, an
alkylthio, an acyloxy, a phosphoryl, a phosphate, a phos-
phonate, an amino, an amido, an amidine, an 1mine, a cyano,
a nitro, an azido, a sulthydryl, an alkylthio, a sulfate, a
sulfonate, a sulfamoyl, a sulfonamido, a sulfonyl, a hetero-
cyclyl, a cycloalkyl, an aralkyl, an aryl, or a heteroaryl.

The disclosure also provides variants of formulae (1), (1I),
(I1II), (IV), (V) and (VI), wherein

1 2
R\ N R
RY I

P

contains 1 to 3 heteroatoms (e.g., 1, 2 or 3 heteroatoms)
independently selected from O or N.
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The disclosure also provides variants of formulae (1), (1I),
(III), (IV), (V) and (VI), wherein,

Rl\l/\/ R

X
N

WA AN

contains 1 to 3 heteroatoms (e.g., 1, 2 or 3 heteroatoms)
independently selected from O or N.

Certain compounds of the disclosure (e.g., Compounds of
formula (VIc), wherein formula (VIc) 1s a sub-genus of
formula (VI)) and their corresponding inhibitory activity
values are shown in Table A. The assay used to evaluate
activity 1s described in the Examples.

Formula (Vic)
TABLE A
SHM'T?2 SHMT1
R? R RY  IC,, M) IC., (nM

GD-07 —CH; —NO, —H >5000 -
HK-1 -cyclobutane —CF; —H >5000 -
HK-2 -cyclobutane —OMe  —H >5000 >35000
HK-3 -cyclobutane —CI —H 1191 —
HK-4 -cyclobutane —CF;, —H 1768 -
HK-5 —CH(CH;), —CF;, —H 756 -
HK-6 —CH(CH;), —OMe  —H 4580 -
HK-7 —CH(CH;), —CI —H 400.5 -
HK-8& —CH(CH;), —CF; —H 400.5 -
HK-9 -cyclobutane —ClI —OMe 3464 -
HK-10 -cyclobutane —CI —Cl 159.5 —
HK-11 -cyclobutane —CI  —CF; 100 —
HK-12 -cyclobutane —CF; —CF; 168 205.7
HK-13 —CH(CH;), —ClI —OMe 500 -
HK-14 —CH(CH;), —CI —Cl 131 67
HK-15 —CH(CH;), —ClI —CF;, 35 20
HK-16 —CH(CH;), —CIF; —CFI; 27 21
HK-16 (PK-1) —CH(CH;), —CF; —CF; >5000 >5000
HK-16 (PK-2) —CH(CH,;), —CF; —CF, 15 5

D. General Synthetic Methodology

The compounds of this disclosure may be prepared in
general by methods known to those skilled in the art.
Scheme 1 below illustrates a general synthetic route to the
compounds of the present disclosure. Other equivalent
schemes, which will be readily apparent to the ordinary
skilled organic chemist, may alternatively be used to syn-
thesize various portions of the molecules as illustrated by the
general scheme below.

The synthesis of certain compounds of Formula (VI)

disclosed herein 1s set forth in WO 2013/182472, which 1s



US 11,759,453 B2

67

herein mcorporated by reference 1n 1ts entirety. Compounds
of Formulae I and VI can be prepared according to Scheme

1.

Scheme 1
Rl
R“\,y \>7
R4
Piperidine
/ EtOH
N\ ‘ " M
icrowave
o

R6—Cl
pyridine

Additional exemplary synthetic schemes are set forth 1n the
examples. By way of further example, exemplary com-
pounds of formulae (II) and (III) can be prepared according,
to the protocols described 1n Journal of Heterocyclic Chem-
istry, 2005, 42, 6, p. 1111-1116). Exemplary compounds of
Formula (IV) can be prepared according to the protocols

described in U.S. Pat. No. 4,918,074, incorporated herein by
reference.

E. Exemplary Uses

In certain aspects, compounds of the disclosure, such as
compounds and compositions as described herein, can be
used for a variety of in vitro or 1n vivo uses. In other words,
in certain embodiments, mammalian SHMT inhibitors, such
as SHMT2 inhibitors, such as inhibitors that mhlblt both
mammalian SHMT?2 and SHMT1, can be used for a variety
of 1n vitro and/or in vivo uses. _Jxemplary SHM'T inhibitors
are described herein. In certain embodiments, the SHMT?2
inhibitor 1s a small organic molecule. In some embodiments,
the SHM'T2 inhibitor 1s not an antibody. Compounds of the
disclosure (e.g., SHMT inhibitors, such as any of the imhibi-
tors described herein based on structure and/or function) are
suitable to mhibit SHMT activity, such as enzyme activity,
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in vitro or 1n vivo. In vitro uses include for studying SHMT
function and/or serine flux and/or folate metabolism and/or
NADPH generation and/or glycine generation in, for
example, healthy cells, cancerous cells and/or in hypoxic
cells. Similarly, folate metabolism, NADPH generation,

and/or SHMT activity can be assessed 1n mutant cell lines,

such as cells 1n which the activity of MTHFD1, MTHFDIL,
MTHFD2, MTHFD2L, SHMTI1, SHMT2, MTHEFR,
ALDHIL1, ALDHL2, SLC235A32 (also known as the mito-
chondrial folate transporter MFT), FH, KEAP1 1s or has
been 1nhibited, disregulated or knocked out, or cells having
certain hyperactivating mutations 1n any of the foregoing or
in NRF2. Evaluation of compounds 1n such mutant or knock
out cell lines, or 1n cell lines harboring mutations affecting
mitochondrial metabolism or a mitochondrial folate path-
way 1s also useful for 1dentifying cell types and cancer types
in which compounds of the disclosure would be particularly
useful, have increased anti-proliferative activity and/or
improved activity at a lower dose. This can be seen in the
examples.

In vivo uses include for studying SHMT activity and/or
folate metabolism and/or serine flux and/or NADPH gen-
eration 1n animal models of disease, such as in animal cancer
models, such as mouse xenograifts. In certain embodiments,
compounds of the disclosure are useful for evaluating the
impact of hypoxic conditions to growth, survival and migra-
tion of cells, such as the tolerance of cells to hypoxic
conditions. In certain embodiments, the cells or animal
model comprise a mutation 1n Myc.

Suitable 1 vivo uses include to treat cancer or an auto-
immune condition. For example, suitable i vivo uses
include to treat a condition associated with SHMT activity
and/or associated with alterations 1n mitochondrial metabo-
lism, such as mitochondrial folate metabolism. For example,
compounds of the disclosure, such as SHM'T inhibitors, or
such as any of the compounds described herein based on
structure and/or function, are suitable for use 1n conditions
in which increased mitochondrial activity 1s necessary or
usetul for disease progression, and/or SHM'T expression or
activity (e.g., SHM'12) 1s elevated in the disease state versus
the healthy state and/or in which there 1s an alteration in
mitochondrial metabolism, such as mitochondrial folate
metabolism (e.g., via mutations or alterations 1n, for
example, cancer cells). Exemplary genes or proteins that
may be disregulated 1n, for example, cancer cells, are
described above and include, for example, MTHFDI,
MTHFDIL, MTHFD2, MTHFD2L, SHMTI1, SHMT2,
MTHFR, ALDHI1L1, ALDHL2, SLC235A32 (also known as
the mitochondrial folate transporter MFT), FH, KEAPI,
and/or NRF2. Accordingly, the disclosure provides methods
of treating cancer 1n a mammalian subject 1n need thereof,
such as by ihibiting SHMT 1n a mammalian subject in need
thereof, such as a subject with a condition associated with
SHMT activity and/or associated with alterations 1n mito-
chondrial metabolism, such as mitochondrial folate metabo-
lism. In certain embodiments, the method comprises admin-
1stering a therapeutically effective amount of a compound of
the disclosure. In certain embodiments, administration of the
compound improves one or more symptoms of the disease or
condition. In the case of cancer, such improvement 1in
symptoms may include, for example, decrease 1n tumor size,
decrease 1n disease progression, increased time to progres-
s1on, 1creased overall patient survival, decrease 1n metas-
tasis or decrease 1n time to metastasis, and the like. In certain
embodiments, improvement 1n these symptoms 1s evaluated
versus a control (e.g., an untreated patient or a patient
receiving the standard of care).
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Similarly, as demonstrated in the examples, compounds of
the disclosure, such as SHMT 1inhibitors are useful to treat
conditions in which there 1s a mutation or dysfunction 1n
mitochondrial metabolism, such as a mitochondrial folate
pathway. These may include activating mutations or upregu-
lating of enzymes 1n the pathway. However, this may also
include loss of function mutations that lead to dysregulation.
Without wishing to be bound by theory, such dysregulation
may sensitize cells to SHMT inhibitors, particularly inhibi-
tors of the present disclosure capable of inhibiting both
SHMT2 and SHMTI1. Such conditions are not the only
conditions 1 which compounds of the disclosure are eflec-
tive (as shown herein). However, they may represent a
category of conditions that are particularly sensitive to this
approach.

In certain embodiments, the disclosure provides a method
for treating cancer. In certain embodiments, the cancer 1s
associated with SHMT activity. In certain embodiments, the
method comprises administering an eflective amount of a
compound or composition of the disclosure, such as an
SHMT?2 inhibitor, such as any of the compounds described
herein based on structure and/or function. SHMT inhibitors
may be administered as a monotherapy or in combination
with one or more additional agents or therapeutic modalities
as part of a therapeutic regimen. In certain embodiments,
administration of the compound (alone or as part of the
therapeutic regimen) improves one or more symptoms of the
disease or condition. In the case of cancer, such 1mprove-
ment 1n symptoms may include, for example, decrease in
tumor size, decrease 1n pain, decrease 1n disease progression,
increased time to progression, increased overall patient
survival, decrease 1n metastasis or decrease 1n time to
metastasis, and the like. In certain embodiments, improve-
ment in these symptoms 1s evaluated versus a control (e.g.,
an untreated patient or a patient receiving the standard of
care).

In certain embodiments, the disclosure provides a method
for treating an autoimmune disorder. In certain embodi-
ments, the autoimmune disorder 1s associated with SHMT
activity. In certain embodiments, the method comprises
administering an eflective amount of a compound or com-
position of the disclosure, such as an SHMT2 inhibitor, or
any of the inhibitors compounds herein based on structure
and/or function. SHMT inhibitors may be administered as a
monotherapy or 1n combination with one or more additional
agents or therapeutic modalities as part of a therapeutic
regimen. In certain embodiments, administration of the
compound (alone or as part of the therapeutic regimen)
improves one or more symptoms of the disease or condition.
In the case of an autoimmune disorder, such improvement 1n
symptoms may include, for example, decrease in inflamma-
tory markers, decrease in inflammation, decrease in pain,
increased mobility and/or range of motion, and 1mprove-
ments 1 patient reports on quality of life measures. The
particular symptoms 1mproved will vary based on the auto-
immune condition. In certain embodiments, improvement 1n
these symptoms 1s evaluated versus a control (e.g., an
untreated patient or a patient receiving the standard of care).

In certain aspects, the disclosure contemplates that any of
the compounds of the disclosure (and pharmaceutical com-
positions) may be used i1n any of the in vitro or 1n vivo
methods provided herein. In certain embodiments, com-
pounds of the disclosure are SHMT inhibitors and are
suitable for inhibiting SHMT activity, such as SHMT2 and,
optionally, SHMT1 activity. In certain embodiments, such
compounds are suitable for modulating SHMT activity 1n
vitro, such as to manipulate serine tlux and/or folate metabo-
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lism. Such in vitro methods may be useful for identifying
other components of folate metabolic pathways. In other
embodiments, such compounds are suitable for modulating
SHMT activity in vivo, such to treat a patient suflering from
a SI-MT-related condition or a condition that can be ame-
liorated by inhibiting SHMT activity and/or a condition
assoclated with alterations 1n mitochondrial metabolism,
such as mitochondral folate metabolism, such as cancer and
autormmune disorders.

Moreover, any of the compounds of the disclosure may be
formulated as a pharmaceutical composition comprising a
compound and one or more acceptable carriers and/or
excipients. Compositions, such as pharmaceutical composi-
tions, may be used 1n any of the 1n vitro or 1n vivo methods
described herein, such has to treat any one or more of the
diseases or conditions described herein.

Accordingly, the disclosure contemplates methods of
treating (decreasing the frequency or severity of or other-
wise alleviating one or more symptoms of the condition) a
subject 1n need thereof (e.g., a subject having any of the
conditions described herein, including any of the autoim-
mune conditions described herein or any of the forms of
cancer described herein) by administering a compound of
the disclosure (e.g., SHMT nhibitors, such as any of the
inhibitors described herein based on structure and/or func-
tion), such as an eflective amount of a compound of the
disclosure.

Cancers and Proliferative Disorders

In certain embodiments, compounds and compositions of
the disclosure are useful to treat cancer, such as to reduce
cancer cell growth, survival and/or metastasis. Such cancers
include, for example, solid tumors and hematological malig-
nancies (both adult and pediatric). Exemplary cancers
include, but are not limited to, leukemia, lymphoma, lung
cancer (including non-small lung cancer), mesothelioma,
breast cancer (including other solid tumors of the breast),
liver cancer (including other solid tumors of the liver), colon
or colorectal cancer (including other solid tumors of the
colon and/or rectum), stomach cancer (including other solid
tumors of the stomach), prostate cancer (including other
solid tumors of the prostate), pancreatic cancer (including
other solid tumors of the pancreas), ovarian cancer (includ-
ing other solid tumors of the ovary), solid tumors of the
uterus or female genital tract, bladder cancer (including
other solid tumors of the bladder), head and neck cancers,
glioblastoma and other brain tumors, and trophoblastic
neoplasms.

Although the high metabolic needs of cancer cells make
all cancers good candidates for treatment with SHM'T inhibi-
tors, certain cancers may be particularly susceptible to
treatment or may be sensitized to treatment due to their
underlying mitochondrial activity or mutational status. By
way of non-limiting example, in certain embodiments, the
cancer comprises cells having a mutation aflecting mito-
chondrial metabolism or the mitochondrnal folate pathway.
One class of cancers has high expression levels of SHMT?2
or upregulation 1n a component of the mitochondrial folate
pathway. However, other mutations may impair mitochon-
drial metabolism or the mitochondrnal folate pathway (in-
cluding mutations in SHMT2), and thus, sensitize cancers to
SHMT 1nhibition. Examples of such sensitization are pro-
vided herein. Exemplary genes or proteins that may be

disregulated 1n, for example, cancer cells, are described
above and include, for example, MTHFDI1, MTHFDIL,

MTHFD2, MTHFD2L, SHMT1, SHMT12, MTHFR,
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ALDHILI1, ALDHL2, SLC235A32 (also known as the mito-
chondnal folate transporter MFT), FH, KEAPI1, and/or
NRE2.

Another class of cancers that may be particularly suscep-
tible to treatment with an SHMT inhibitor are cancers
comprising mutations that mnactivate KEAP1 (either by, for
example, somatic mutation or epigenetic silencing). Such
mutations may result in aberrant NRF2 activity and nuclear
tfunction. Additionally or alternatively, suitable cancers may
additionally have mutations in NRF2 itself with or without
KEAP1 mutation. Cancers may additionally have alterations
in mitochondrial metabolism including mutations to
fumarate hydratase (FH) that lead to activation of NRF2.
Loss of FH activity may potentiate cells to SHM'T inhibitors
by additional mechanisms as well. Without being bound by
theory, cancers may have aberrant activation of NRF2 wvia
other mechanisms. Aberrent NRF2 activation leads to
altered transcription of mitochondrial and one carbon
metabolism genes through the activity of ATF4. Activation
of the 1¢ pathway and mitochondrial folate metabolism by
NRF2 may also occur via ATF4 independent mechanisms.

Exemplary cancers with 1dentified mutations in the
KEAP1-NRF2-ATF4 pathway include non-small cell lung
cancer, squamous cell lung carcinoma, prostate cancer, head
and neck cancer (KEAP1 mutations, NRF2 mutations),
hereditary papillary renal carcinoma, Hereditary leiomyo-
matosis and renal cell cancer (FH mutations). Furthermore,
as described herein, there are identified cancers with
clevated SHMT2 levels and/or mutations in other folate
pathway components.

Without being bound by theory, the present disclosure
provides methods for treating cancer and autoimmune con-
ditions, such as cancers and conditions associated with
alterations 1n mitochondrial folate metabolism. In some
embodiments, particularly susceptible cancers or autoim-
mune conditions are those i which SHMT2 or another
mitochondrial folate pathway enzyme or another gene 1s
upregulated or activated. In other embodiments, particularly
susceptible cancers or autoimmune conditions are those 1n
which SHMT2 or another mitochondrnial folate pathway
component are knocked out or downregulated, thereby
increasing the susceptibility of cells to treatment.

In certain embodiments, a compound of the disclosure 1s
administered as a monotherapy. In other embodiments,
compounds of the disclosure are used in combination with
one or more other agents and/or therapeutic modalities (e.g.,
dietary regimen). When more than one agent 1s adminis-
tered, the agents may be administered at the same or varying,
times, and by the same or differing routes of administration.

In certain embodiments, compounds of the disclosure are
used 1n combination with the then current standard of care
of the particular condition as part of a therapeutic regimen.
In other embodiments, the therapeutic regimen 1ncludes one
or more antifolates (e.g., other than a compound of the
disclosure; an antifolate that 1s not selective for SHMTI
and/or SHMT2), such as traditional antifolates, such as
methotrexate or pemetrexed or another compound that 1s an
inhibitor of DHFR and/or TS. In other embodiments, the
therapeutic regimen includes an additional anti-cancer
agent, such as SFU or other chemotherapeutic or radio-
therapy regimen. In certain embodiments, the therapeutic
regimen includes rescue therapy, such as leucovorin, for-
mate or pharmaceutical salts, esters or derivatives of for-
mate. In certain embodiments, rescue therapy refers to
administration of leucovorin, formate and/or a pharmaceu-
tical salt of formate. Without being bound by theory, use of
rescue therapy to reduce toxicity and/or side eflects may be
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used when SHMT inhibitors are used alone, as well as when
they are used as part of a therapeutic regimen with one or
more additional agents or therapeutic modalities. Rescue
therapy 1s routinely used currently 1n patients receiving, for
example, methotrexate. Accordingly, 1ts use can be readily
adapted to this context. For example, the dose of rescue
therapy can be titered to decrease toxicity without abrogat-
ing therapeutic eflicacy. Similarly, rescue therapy may be
administered at the same time, prior to, or following admin-
istration of an SHM'T inhibitor to manage any toxicity (if
any) while maintaining an acceptable therapeutic profile.
Similarly, when rescue therapy 1s combined with other
agents as part ol a therapeutic regimen, 1t can be adminis-
tered at the same time, prior to, or following administration
of a given other agent. In other embodiments, use of rescue
therapy 1s unnecessary because the safety and toxicity
profile 1s acceptable.

In certain embodiments, co-administration results 1n an
additive or synergistic eflect versus administration of at least
one of the compounds alone. In certain embodiments, co-
administration permits admainistration of a lower dose of the
non-SHM'T 1nhibitor compound (e.g., eflectiveness 1s
reached at a lower dose of, for example, methotrexate) or of
a higher dose of the SHMT inhibitor or other agent by, for
example, reducing side eflects. In certain embodiments, the
combination therapy improves the therapeutic window of
one or both compounds or reduces side eflects associated
with one or both compounds.

In other embodiments, a compound of the disclosure 1s
administered with a glycine containing composition. In
other embodiments, the therapeutic regimen includes a
dietary regimen, such as a regimen in which dietary levels
of methionine, serine, and/or choline are reduced and/or
dietary levels of glycine are increased.

In certain embodiments, the cancer 1s pancreatic cancer or
colon cancer. In certain embodiments, the cancer 1s a cancer
comprising (e.g., 1n which one or more cells of the tumor or
cancer have) a mutation 1n the mitochondrial folate pathway.
For example, 1n certain embodiments, the compounds of the
disclosure, such as SHMT inhibitors are used to treat a
cancer comprising a mutation i the mitochondrnal folate
pathway, such as mutation 1n mitochondrnial serine
hydroxymethyl transierase (SHMT2), mitochondrial meth-
ylene  tetrahydrofolate  dehydrogenase (MTHFD2),
MTHFDIL or FH.

The disclosure contemplates combinations of any of the
foregoing embodiments and aspects. In other words, the
disclosure contemplates that any of the compounds of the
disclosure, including any inhibitor of mammalian SHMT?2
(and, 1n certain embodiments also SHMT1), may be used 1n
any of the in vitro or 1n vivo methods, including methods of
treatment. Moreover, such compounds and pharmaceutical
compositions may be used as a monotherapy or as part of a
therapeutic regimen with one or more other agents or
treatment modalities, including but not limited to chemo-
therapy, anti-folate agent, rescue therapy, glycine, radiation
therapy, nutritional therapy, and/or the standard of care for
the particular cancer. Exemplary categories of compounds
for use 1n treating cancer or autoimmune condition are, for
example, Compounds of Formula VI, VIa, Vb, or any of the
compounds described based on a combination of structural
and/or functional characteristics herein.

Autormmune Conditions

In other embodiments, the disclosure provides methods of
treating an autoimmune condition by administering a com-
pound of the disclosure. Such diseases or disorders include,
but are not limited to, rheumatoid arthritis, multiple sclero-
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s1s, systemic lupus erythematosus, myasthema gravis,
inflammatory bowel disease (e.g., Crohn’s disease or ulcer-
ative colitis), polymyositis, dermatomyositis, inflammatory
myositis, ankylosing spondolytis, and ulcerative colitis.
Similar to as described above for cancer, autoirmmune dis-
orders, as well as other conditions, may be treated based on
administering a compound of the disclosure as a mono-
therapy or as a combination therapy, as described above.
As noted above, 1n certain embodiments, compounds of
the disclosure may be particularly suitable for use in subjects
having one or more mutations that impact mitochondrial
metabolism, as described above. Additionally or alterna-
tively, 1n autoimmune conditions the mitochondrial folate
pathway may be activated, and thus, compounds of the
disclosure ofler a mechanism for regulating this mnappropri-
ate activation or dysregulation of mitochondrial metabolism.

F. Compositions and Modes of Administration

In some embodiments of this disclosure, a compound of
the present disclosure 1s formulated with one or more
pharmaceutically acceptable carriers, excipients and/or sol-
vents. The disclosure provides such compositions and phar-
maceutical compositions. Any of the compounds of the
disclosure may be provided in 1solated or purified form
and/or as a pharmaceutical composition. The compound
may be formulated for administration 1n any convenient way
for use 1n human medicine. Any compound of the disclosure
or salt or enantiomer thereof can be provided as a compo-
sition, such as a pharmaceutical composition, such as a
composition having any of the features described herein.
Any such compound of the disclosure or composition of the
disclosure may be used in any of the 1n vitro or 1 vivo
methods described herein.

Pharmaceutically acceptable carriers that may be used in
these compositions include, but are not limited to, 1on
exchangers, alumina, aluminum stearate, lecithin, serum
proteins, such as human serum albumin, bufler substances
such as phosphates, glycine, sorbic acid, potassium sorbate,
partial glyceride mixtures of saturated vegetable fatty acids,
water, salts or electrolytes, such as protamine sulfate, diso-
dium hydrogen phosphate, potassium hydrogen phosphate,
sodium chloride, zinc salts, colloidal silica, magnesium
trisilicate, polyvinyl pyrrolidone, cellulose-based sub-
stances, polyethylene glycol, sodium carboxymethylcellu-
lose, polyacrylates, waxes, polyethylene-polyoxypropylene-
block polymers, polyethylene glycol and wool {fat.

The characteristics of the carrier will depend on the route
of administration. Each of the methods or uses of the present
disclosure, as described herein, comprises administering to
a mammal 1n need of such treatment or use an effective
amount, such as a pharmaceutically or therapeutically effec-
tive amount, of a compound of the disclosure, or a pharma-
ceutically acceptable salt thereof. Compounds may be
administered alone or mm combination with other agents.

Compounds or pharmaceutical compositions of the dis-
closure may be administered to cells 1n vitro, such as by
addition to culture media. Additionally or alternatively,
compounds or pharmaceutical compositions may be admin-
istered to route ol administration, such as oral, parenteral,
intravenous, intra-arterial, cutaneous, subcutaneous, intra-
muscular, topical, intracramial, intraorbital, ophthalmic,
intravitreal, intraventricular, intracapsular, intraspinal, intra-
cisternal, intraperitoneal, intranasal, aerosol, central nervous
system (CNS) administration, or administration by supposi-
toryin some embodiments, the therapeutic methods of the
disclosure mnclude administering the composition of a com-
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pound topically, systemically, or locally. For example, thera-
peutic compositions of compounds of the disclosure may be
formulated for administration by, for example, 1njection
(e.g., intravenously, subcutaneously, or mtramuscularly),
inhalation or isuiflation (either through the mouth or the
nose) or oral, buccal, sublingual, transdermal, nasal, or
parenteral administration. The compositions of compounds
described herein may be formulated as part of an implant or
device, or formulated for slow or extended release. When
administered parenterally, e.g., by intravenous, cutaneous or
subcutaneous 1njection, the therapeutic composition of com-
pounds for use 1n this disclosure 1s preferably 1n a pyrogen-
free, physiologically acceptable form.

A preferred pharmaceutical composition for intravenous,
cutaneous, or subcutaneous injection should contain, 1n
addition to the toxicity-reducing compounds, an 1sotonic
vehicle such as Sodium Chloride Injection, Ringer’s Injec-
tion, Dextrose Injection, Dextrose and Sodimum Chlonde
Injection, Lactated Ringer’s Injection, or other vehicle as
known 1n the art. The pharmaceutical composition of the
compound of the present disclosure may also contain sta-
bilizers, preservatives, bullers, antioxidants, or other addi-
tives known to those of skill in the art. Techniques and
formulations generally may be found in Remington’s Phar-
maceutical Sciences, Meade Publishing Co., Easton, Pa.

A composition comprising a compound of the present
disclosure may also contain adjuvants, such as preservatives,
wetting agents, emulsifying agents and dispersing agents.
Prevention of the action of microorganisms may be ensured
by the inclusion of various antibacterial and antifungal
agents, for example, paraben, chlorobutanol, phenol sorbic
acid, and the like. It may also be desirable to include 1sotonic
agents, such as sugars, sodium chloride, and the like into the
compositions. In addition, prolonged absorption of the
injectable pharmaceutical form may be brought about by the
inclusion of agents which delay absorption, such as alumi-
num monostearate and gelatin.

When an effective amount of a compound(s) of the
present disclosure 1s administered orally, compound(s) of
the present disclosure may be in the form of a tablet, capsule,
powder, solution or elixir. When administered in tablet form.,
the pharmaceutical composition may additionally contain a
solid carrier such as a gelatin or an adjuvant. The tablet,
capsule, and powder may contain from about 5 to 95% of a
compound of the present disclosure, and preferably from
about 10% to 90% of a compound of the present disclosure.
When administered 1n liquid form, a liquid carrier such as
water, petroleum, oils of amimal or plant origin such as
peanut o1l, mineral oils, phospholipids, tweens, triglycer-
ides, including medium chain triglycerides, soybean oil, or
sesame o1l, or synthetic o1ls may be added. The liquid form
of the pharmaceutical composition may further contain
physiological saline solution, dextrose or other saccharide
solution, or glycols such as ethylene glycol, propylene
glycol or polyethylene glycol. When administered 1n liquid
form, the pharmaceutical composition typically contains
from about 0.5 to 90% by weight of a compound of the
present disclosure, and preferably from about 1 to 50% by
weight of a compound of the present disclosure.

In solid dosage forms for oral administration (capsules,
tablets, pills, dragees, powders, granules, and the like), one
or more compositions comprising the compound of the
present disclosure may be mixed with one or more pharma-
ceutically acceptable carriers, such as sodium citrate or
dicalcium phosphate, and/or any of the following: (1) fillers
or extenders, such as starches, lactose, sucrose, glucose,
mannitol, and/or silicic acid; (2) binders, such as, for
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example, carboxymethylcellulose, alginates, gelatin, poly-
vinyl pyrrolidone, sucrose, and/or acacia; (3) humectants,
such as glycerol; (4) disintegrating agents, such as agar-agar,
calctum carbonate, potato or tapioca starch, alginic acid,
certain silicates, and sodium carbonate; (35) solution retard-
ing agents, such as paratlin; (6) absorption accelerators, such
as quaternary ammonium compounds; (7) wetting agents,
such as, for example, cetyl alcohol and glycerol monoste-
arate; (8) absorbents, such as kaolin and bentonite clay; (9)
lubricants, such a talc, calctum stearate, magnesium stearate,
solid polyethylene glycols, sodium lauryl sulfate, and mix-
tures thereof; and (10) coloring agents. In the case of
capsules, tablets and pills, the pharmaceutical compositions
may also comprise buflering agents. Solid compositions of
a similar type may also be employed as fillers 1n soit and
hard-filled gelatin capsules using such excipients as lactose
or milk sugars, as well as high molecular weight polyeth-
ylene glycols and the like.

Liquid dosage forms for oral administration include phar-
maceutically acceptable emulsions, microemulsions, solu-
tions, suspensions, syrups, and elixirs. In addition to the
compound of the present disclosure, the liquid dosage forms
may contain mert diluents commonly used in the art, such as
water or other solvents, solubilizing agents and emulsifiers,
such as ethyl alcohol (ethanol), 1sopropyl alcohol, ethyl
carbonate, ethyl acetate, benzyl alcohol, benzyl benzoate,
propylene glycol, 1,3-butylene glycol, oils (in particular,
cottonseed, groundnut, corn, germ, olive, castor, and sesame
oils), glycerol, tetrahydrofuryl alcohol, polyethylene glycols
and fatty acid esters of sorbitan, and mixtures thereof.
Besides inert diluents, the oral compositions can also
include adjuvants such as wetting agents, emulsilying and
suspending agents, sweetening, flavoring, coloring, perfum-
ing, and preservative agents.

The pharmaceutical compositions may be 1n the form of
a liposome or micelles 1 which the toxicity-reducing com-
pounds are combined, 1n addition to other pharmaceutically
acceptable carriers, with amphipathic agents such as lipids
which exist 1n aggregated form as micelles, insoluble mono-
layers, liquid crystals, or lamellar layers 1n aqueous solution.
Suitable lipids for liposomal formulation include, without
limitation, monoglycerides, diglycerides, sulfatides, lyso-
lecithin, phospholipids, saponin, bile acids, and the like.
Preparation of such liposomal formulations 1s within the
level of skill in the art, as disclosed, for example, 1n U.S. Pat.
Nos. 4,235,871; 4,501,728; 4,837,028; and 4,737,323, all of
which are incorporated herein by reference.

Suspensions, 1 addition to the active compounds may
contain suspending agents such as ethoxylated i1sostearyl
alcohols, polyoxyethylene sorbitol, and sorbitan esters,
microcrystalline cellulose, aluminum metahydroxide, ben-
tonite, agar-agar and tragacanth, and mixtures thereof.

The amount of compound(s) of the present disclosure in
the pharmaceutical composition will depend upon the nature
and severity of the condition being treated, on the amount of
the compound of the present disclosure used, and on the
nature of prior treatments the patient has undergone. Ulti-
mately, the practitioner will decide the amount of the com-
pound of the present disclosure with which to treat each
individual patient. Representative doses of the present dis-
closure 1nclude, but are not limited to, about 0.001 mg to
about 5000 mg, about 0.001 mg to about 2500 mg, about
0.001 mg to about 1000 mg, 0.001 mg to about 500 mg,
0.001 mg to about 250 mg, about 0.001 mg to 100 mg, about
0.001 mg to about 50 mg and about 0.001 mg to about 25
mg. Multiple doses may be administered during one day,
especially when relatively large amounts are deemed to be
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needed. It 1s contemplated that the various pharmaceutical
compositions used to practice the methods of the present
disclosure should contain about 0.1 pug to about 100 mg
(preferably about 0.1 mg to about 50 mg, more preferably
about 1 mg to about 2 mg) of compound per kg body weight.

The desired dose may conveniently be presented 1n a
single dose or as divided doses administered at appropriate
intervals, for example, as 2, 3, 4 or more sub-doses per day.
The sub-dose itself may be further divided, e.g., into a
number of discrete loosely spaced administrations. The daily
dose can be divided, especially when relatively large
amounts are administered as deemed appropriate, 1mnto sev-
eral, for example 2, 3 or 4 part administrations. If appro-
priate, depending on individual behavior, 1t may be neces-
sary to deviate upward or downward from the daily dose
indicated.

This disclosure will be better understood from the Experi-
mental Details which follow. However, one skilled in the art
will readily appreciate that the specific methods and results
discussed are merely 1llustrative of the disclosure as
described more fully in the embodiments which follow
thereatter.

EXEMPLIFICATION

The subject matter of this disclosure now being generally
described, 1t will be more readily understood by reference to
the following examples which are included merely for
purposes of 1llustration of certain aspects and embodiments
of the present disclosure, and are not intended to limit the

subject matter of this disclosure.

Example 1: Preparation of Compounds of Formula

(I) or (VI)

The synthesis of certain compounds of formula (VI)
disclosed herein 1s set forth in WO 2013/182472, which 1s
herein incorporated by reference 1n its entirety. The com-
pounds of formula (I) or (VI) can be prepared according to
Scheme 1.

Scheme 1
Rl
R/
R4 } \ R2
NC — Piperidine
74 EtOH
T = ....
\N Microwave
3
OH NC R
&
Ré—ClI
pyridine
Y




US 11,759,453 B2

77

-continued

5
10
15
Example 2: Preparation of 3-(6-amino-3-cyano-4-
1sopropyl-3-methyl-1H-pyrano[2,3-]pyrazol-4-yl)
benzene-1,3-dicarbonitrile (6) Via Scheme 2
Scheme 2
Br Br Br Br Br
a b
OMe
O OH O N’/ O

.\\NHg

Scheme 2. Reagents and conditions: (a) carbonyldiimida- 50

zole, methoxymethylamine, dichloromethane, room tem-
perature, 18 h, (93%); (b) 1-PrMgCl, Et,O, room tempera-
ture, overnight (37%); (¢c) Zn(CN),, Zn, dppi, Pd(dba),,
dioxane, 100° C., overnight (68%); (d) CHCI,, malodini-
trile, Ti(Cl),, pyridine, retflux, 48 h, (86%); (e) EtOH,
dioxane, pipernidine, 3 h, 65° C., (21%),

A solution of 3,5-dibromobenzoic acid (1) (112 g, 0.4
mol) and carbonyldiimidazole (24 g, 149 mmol) in 1000 ml
DCM was stirred at room temperature for 1 h. Methoxym-
cthylamine (713 g, 0.44 mol) was added, and the mixture
was stirred at room temperature for 18 h. Filtration was done
and the filtrate was washed with saturated NaHCO, solution
and brine, dried over anhydrous Na,SO,, filtered and the
filtrate was evaporated to give 3,5-dibromo-N-1,5 methoxy-
N-methyl-benzamide (2) (360 g, yvield 93.1%). A solution of 65
3,5-dibromo-N-methoxy-N-methyl-benzamide (2) (60 g,
186 mmol) 1n 2 L anhydrous Et,O was added 1-PrMgCl1 (2M
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in Et,O, 140 mL, 164 mmol) dropwise at room temperature
under N, atmosphere. The mixture was stirred at room
temperature overmght, then quenched with saturated
NH,Cl, extracted with EtOAc, washed with brine, dried
over anhydrous Na,SO,, to give the crude product after

concentration. The crude product was purified by column
chromatography (Petrolether:EtOAc=200:1) to give 1-(3,5-
dibromophenyl)-2-methyl-propan-1-one (3) (128 g, yield
3'7.4%). A solution of (3) (128 g, 417 mmol), Zn(CN), 145
g 1.25 mol), Zn (2.71 g, 41.7 mmol) and dppt (17.6 g, 31.3
mmol) 1n 2.51 dioxane was flushed with N, for 10 min, then
added Pd(dba), (19.1 g, 20.9 mmol). The mixture was stirred
at 100° C. overnight, filtered and evaporated. The resulting
crude product was purified by silicon-gel column (Petrole-
ther:EtOAc=5:1) to give 56 g of 5-(2-methylpropanoyl)
benzene-1,3-dicarbonitrile (4) (vield: 67.8%). A solution of
(4) (7.5 g, 38 mmol) was dissolved in chloroform (30 ml)

and malodinitrile (10 g, 152 mmol), titaniumtetrachloride (1

Br NC CN
o
O
3 4
d
Y
NC\/\/CN
‘& \
) %% O ““\dﬁ?
© NC

TT

d

M 1n CHCl;; 38 ml, 38 mmol) and pyridine (6.1 ml, 76
mmol) was added. The solution is refluxed for 48 h. After
cooling, the solution was added to 2N HCI (30 ml) and
extracted with methylene chloride and the organic phase
dried with sodium sulfate. After evaporation of the solvents
to yield 8.0 g 5-[ 1(dicyanomethylene)-2-methyl-propyl)ben-
zene-1,3-dicarbonitrile (5) (86% yield) as colorless solid. A
solution of (5) (2.2 g, 8.9 mmol) and 3-hydroxy-5-meth-
ylpyrazole (0.88 g, 8.9 mmol) 1n ethanol (6 ml) dioxane (6
ml) and piperidine (3 drops) was heated for 3 h at 65° C. 1n
the microwave. After cooling water was added and extracted
with ethylacetate. The organic phase was dried with sodium
sulfate and the solvents evaporated. The residue was chro-

matographed on silica with cyclohexane/ethylacetate gradi-
ent to vield 0.66 g of 5-(6-amino-5-cyano-4-1sopropyl-3-
methyl-1H-pyrano|2,3-c]pyrazol-4-yl)benzene-1,3-
dicarbonitrile (6) (21% yield) as colourless solid.
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Further exemplified compounds of formula (I) or formula
(VI) have been prepared in accordance to the general
scheme 1 and 2 described above and their characterization
data were listed 1n the Table B below.

TABLE B

NMR (d,-DMSO, 400 MHz),
Compound O/ppm LC-MS (m/z)

0.739 (3H, d), 0.863 (3H, d), 363.1 [M]*
1.760 (3H, s), 2.698-2.731

(1H, m), 6.997 (2H, s), 7.291

(2h, d), 7.515 (1H, d), 12.238

(1H, s)

F2C 0.748 (3H, d), 0.870 (3H, d), 397.2 [M + HJ*
1.733 (34, s), 2.772-2.8053

(1H, m), 7.030 (2H, s), 7.030

(1H, s), 7.533 (1H, d), 7.646

(1H, d), 7.781 (1H, d)12.258

(-

Cl H, s)
CN
/ d
|
N
H 0 NH,
0.756 (3H, d), 0.876 (3H, d), 431.2 [M + HJ*
1.712 (3H, s), 2.836-2.9.2
(1H, m), 7.077 (2H, s, br),
F;C 7.896 (2H, d), 8.039 (1H, d),
0859 (1H, br)
CFs
CN
/ d
|
.__...--"'""
N NG /\NH2

0.564 (3H, d), 0.785 (3H, d), 459.02 [M + H]|"
0.895 (3H, d), 1.113 (3H,

2d); 2.231 (2H, m), 2.840

(1H, m), 7.072 (2H, s), 7.931

(2H, s), 8.046 (1H, s), 12.346

(1H, s)
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Enantiomers of compounds in this disclosure, when 1n a
racemic mixture, can be separated and purnfied by chiral

superfluid chromatography. For example, enantiomers of
compound HK-16 was separated and purified on a prepara-
tive Chiralpak AD-H ((3x25 cm) column with the following,
conditions: mobile phase 10% 1sopropanol (0.1% diethyl-
amine)/CO2 (100 bar); tlow rate at 70 mL/min; UV detec-
tion at 254 nm with a sample concentration of 20 mg/mL

with 1 mL/inj. Two Peaks were resolved and collected: Peak
1 (HK-16-P1) at 6.1 min and Peak 2 (HK-16-P2) at 7.3 min.

Example 3: Preparation of Compounds of Formula
(II) or (III)

Exemplary compounds of formula (II) or (III) can be
prepared according to Scheme 3.

Scheme 3
R R?
\l/\/
R“—:
I\ / N___...-N
N l \ - EtOH -
RS R room
I/\ R3 H>N E temperature
R’ O
Compound
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7 N
R N H

Exemplified compounds of formula (II) have been pre-
pared 1n accordance to the general scheme 3 described above

and their characterization data were listed in the Table C
below.

TABL.

C

T

NMR (dg-DMSO, 400

MHz), 6/ppm LC-MS (m/z)

1.103 (3H, t), 1.976-2.044 4522 [M + H]*
(2H, q), 3.360 (s, br), 6.993
(1H, m), 7.104 (3H, m),

F3C

CF;

CN

Tz,
)
\__
/

N NH,

F,C
CF;
CN
a8
BN
] N NH,

7.142 (°
R.026 (

H, d), 7.588 (1H, d),

9.041 (-

H, s), 8.068 (2H, s),
|H, br)

1.019 (3H, t), 1.890-1.942
(2H, q), 6.587 (1H, d), 7.169
(1H, s), 7.291 (2H, s), 8.029
(3H, s), 8.367 (1, s)

402.1 [M + H]*
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Example 4: Labeled dTTP ((2'-deoxythymidine
S'-triphosphate)

Using 2,3,3-H,-serine (D3-serine) as a tracer, mitochon-
drial flux was measured by quantitying the labeling pattern
of dTTP, a downstream product of dTMP. Two-labeled
(M+2) dT'TP can only arise from cytosolic tlux, since 1C
units from the mitochondria enter the cytosol as formate,
which can only retain one deuterrum (FIG. 1). As seen in
FIG. 1(b), essentially all de novo dTTP 1s M+1, implying
nearly all 1C units originate in the mitochondria. In contrast,
most de novo dITP mn AMTHFD2 cells (cells engineered
with a deletion in MTHFD2) 1s M+2, meaning 1ts 1C units
derive from the cytosolic pathway. This assay was used to
examine mitochondrial serine tlux and the effect of com-
pounds of the disclosure on mitochondrial serine flux, in
either wildtype or mutant cells.

An example of the use of this assay 1s depicted 1n FIG.
2(c). SHMT serine metabolic activity in SHMT?2 expressing
human cells 1s mnhibited by HK-16, an inhibitor of SHMT?2.
Uniformly labeled serine 1s metabolized into various 1sop-
tomers 1n WT cells by the forward and reverse enzymatic
activity of SHMT. This process 1s mlibited n cells by
HK-16 1n a dose-dependent manner.

Methods: Isotope Labeling Experiments:

HEK-293T cells were cultured in 6-well plates 1 Dul-
becco’s modified eagle media (DMEM) without pyruvate
with 10% dialysed tetal bovine serum 1n 5% CO, at 37° C.
Cells were treated with media containing uniformly labeled
>C serine or 2,2,3-°H serine and, for inhibitor experiments,
either DMSO (vehicle) or HK-16 (an inhibitor of SHMT?2;
racemic mixture or enatiomerically resolved). Growth was
quenched and metabolites extracted by aspirating media,
washing cells with cold PBS, and immediately adding
MeOH/water (80:20 at -80° C.). Supernatants from two
rounds of extraction were combined, dried under N, resus-
pended in water, placed 1n a 4° C. autosampler, and analyzed
by reverse-phase 1on-paring chromatography negative-mode
clectrospray-ionization high-resolution MS on a stand-alone
orbitrap.

Deletion Cell Lines:

HEK293T cell lines mutant for SHMT1 and SHMT2 were
created using the CRISPR-Cas9 system following standard
published protocols. Single clones from successtul transfec-
tions were grown up, genotyped and characterized.

Example 5: Measurement of

5-Aminoimidazole-4-carboxamide ribonucleotide
(AICAR)

Generation of AICAR provides an assay to evaluate
one-carbon unit stress. Inhibition of SHMT2 1n cells
decreases serine metabolism and leads to one-carbon stress.

GD-07
HK-1
HK-2
HK-3
HK-4
HK-5
HK-6
HK-7
HK-%
HK-9
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FIG. 2(a) shows results from experiments using genetically
engineered SHM'T2 deletion cell lines. Such cells show high
constitutive levels of S5-aminoimidazole-4-carboxamide

ribonucleotide (AICAR), a marker for one-carbon unit
stress, when cultured 1n media (left bar in FIG. 2(a)). This

can be rescued by exogenous treatment with sodium formate
(right bar 1n FIG. 2(a)).

FIG. 2(b) summarizes experiments using an inhibitor of
SHMT2, HK-16. Human cells expressing SHMT2 were
treated with control or increasing concentrations of HK-16.

Treatment of human cells expressing SHMT?2 for 24 hours
with HK-16, an inhibitor of SHMT?2, resulted in AICAR
accumulation 1 a dose-dependent manner. (*) indicates

AICAR was below the limit of detection.

Generation of AICAR provides an assay for evaluating
compounds of the disclosure. Compounds of the disclosure
were evaluated 1n such an assay.

Example 6: Inhibition of Human SHMT

We evaluated selective inhibition of human SHMT by
racemic pyrazolopyran compounds. As depicted mm FIG.
3(a), a pyrazolopyran referred to as GDO07 showed weak
inhibitory activity against recombinant human SHMT?2 1n an
in vitro coupled enzymatic assay as measured at a single
time point. Activity of additional compounds was evaluated.
In FIG. 3(b), mhibition of human SHMT2 activity (using
calculated percent inhibition) of several compounds was
evaluated 1n an 1n vitro assay. The compounds depicted are:

HK-2, HK-12, HK-14, HK-15, and HK-16.

Of note, these compounds are selective for SHMT. These
compounds that show activity against SHMT2 1n vitro do
not inhibit human MTHFD2 in enzymatic assays (see FIG.
3(c) for data for HK-2, HK-15 and HK-16).

Description of Other Tested Compounds:

40
45
50
Test Compounds
SHMT2 SHMTI1
ICso ICso
R” R* & R? R! (nM) (nM)
—H —CH, —CH; —NO5 —H  >3000 -
—H —CH; -cyclobutane —CF; —H  >5000 -
—H —CH; -cyclobutane —OMe  —H  >5000 >5000
—H —CH, -cyclobutane —CI —H 1191 —
—H —CH; -cyclobutane —CF; —H 1768 —
—H —CH; —CH(CH;), —CF; —H 756 -
—H —CH; —CH(CH3), —OMe —H 4580 -
—H —CH, —CH(CH;), —CI —H 400.5 -
—H —CH; —CH(CH;), —CF; —H 400.5 -
—H —CH, -cyclobutane —CI —OMe 3464 —



-continued
SHMT2
ICso
R° R? R’ R? R! (nM)
HK-10 —H —CH,;, -cyclobutane —ClI —Cl 159.5
HK-11 —H —CHj; -cyclobutane —CI  —CF; 100
HK-12 —H —CH, -cyclobutane —CF; —CF; 168
HK-13 —H —CH; —CH(CH;), —CI —OMe 500
HK-14  —H —CH; —CH(CH;), —<CI —Cl 131
HK-15 —H —CH; —CH(CH;), —ClI —CFI; 35
HK-16 —H —CH,4 —CH(CH;), —CF; —CF, 27
HK-16 —H —CH; —CH(CH;), —CF; —CF; >5000
(PK-1)
HK-16 —H —CH; —CH(CH;), —CF; —CFI; 15
(PK-2)
KDG-4 —CH; —CH; —CH(CH;), —CF; —CF; >5000
KDG-5  phenyl —CH; —CH(CH;), —CF; —CF; >5000
KDG-12 —H  —CH(CH;), —CH(CH;), —CF; —CFI; 71

85

US 11,759,453 B2

Note

SHMT1

ICs
(nM)

86

205.7

67
20
21
>5000

>5000
>5000
9.3

for some compounds, activity was only tested against SHMT2, and thus, no data for SHMT1 1s provided.

Enzymatic Assays:
For the SHMT1 and SHMT2 in vitro enzymatic assays

(FIGS. 3(a) and 3(b), the rate of 5,10-methylene tetrahy-

drofolate formation catalyzed by SHMT1/2 was indirectly
evaluated by coupling with excess MTHFD2, which con-
verts NAD™ to NADH allowing for reaction monitoring by
absorption at 340 nm. The reaction was started by addition
of serine (1 mM final) to either human SHMT1 or human
SHMT?2 (2 mcg/mL), and human MTHFD2 (25 mcg/mL) 1n
a bufler of 50 mM potassium phosphate (pH 7.4), 0.3 mM
tetrahydrofolate, 7.5 mM dithiothreitol, 1.25 mM NAD™,
and 4% DMSO. Inhibition of initial reaction velocity was
determined by adding various inhibitors at different concen-

trations and monitored as described. IC50 were calculated
based on this assay.

For the MTHFD2 1n vitro assay (FIG. 3(c)), the rate of
NADH formation was directly monitored at 340 nm. The
reaction conditions was started by addition of 0.125 uM

(final) of 5,10 methylene tetrahydrofolate to MTHFD2 (2.5
mcg/mL), 50 mM potassium phosphate (pH 7.4), 7.5 mM
dithiothreitol, 1.25 mM NAD™, and 4% DMSO.

Example 7: Pyrazolopyran Inhibitors are
Enantiomerically Specific

Compound HK-16 was enantiomerically resolved by
HPLC 1nto two pure fractions, “Peak 17 and “Peak 2. The
anti-SHMT2 activity of HK-16 was confined to the enan-
tiomer represented by “Peak 27 (PK-2) (FIG. 4(a)). The
cnantiomer 1n “Peak 2” was also active agamst SHMT1 1n
an 1n vitro enzyme assay (FI1G. 4(b)). The assays for reaction
rate are as described 1n Example 6.

Example 8: Inhibition of Human Cell Growth

Inhibitors of SHMT were evaluated 1n cells in culture,
such as transformed cells or cancerous cells, to evaluate
inhibition of cell growth. As depicted in FIG. 5, enantio-
merically pure HK-16 inhibited cell growth in HEK293T
cells 1n culture. Specifically, the growth of these human cells

was not inhibited by Peak 1 (FIG. 5(a)) but was inhibited by
Peak 2 (FIG. 5(b)).
Cell Growth Assays:

HEK293T cells were cultured 1n 96-well plates 1n Dul-
becco’s modified eagle media (DMEM) without pyruvate
with 10% dialysed fetal bovine serum (Invitrogen) 1n 5%
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CO, at 37° C. 24 hours after plating, cells were treated with
various concentrations of inhibitor. Growth was serially
assessed using the resazurin (*AlamarBlue’) assay.

Example 9: Inhibition of Cell Growth 1n Human
Embryonic Kidney Cells

Inhibitors of SHMT were evaluated 1in wildtype, SHM'T2
knock-out, and MTHFD2 knock-out 2937T cells (FIG. 6(a)
and FIG. 6(b)). Peak 2 of entantiomerically pure HK-16
inhibited cell growth 1n all three cell types tested (See FIG.
6(a)). Intlubition at a lower concentration of HK-16 com-
pound was observed 1n the 2937 cells having mutations in
mitochondrial folate pathway (e.g., mutations or deficiencies

in a mitochondrnial folate enzyme), including the SHMT?2
knock out cells and the MTHFD?2 knock out cells. Cell lines

deficient 1n a component of the mitochondrial folate path-
way, such as deficient 1n a mitochondrial folate enzyme
(generated using CRISPR-Cas9 editing) had increased sen-
sitivity to inhibition by HK-16-P2.

Activity of Peak 1 of HK-16 was also evaluated. The
compound showed little or no activity against wild type
293T cells. Some, although a lower degree of activity was
observed with the highest dose of Peak 1 compound when
tested against the knock out cell lines.

Example 10: Inhibition of Cancer Cell Growth

Inhibitors of SHM'T were evaluated in various cancer cell
lines. In this example, HK-16-P2 demonstrated inhibition 1n
both the pancreatic cancer cell line 8988T and the human
colon carcinoma cell line HCT16. As shown 1n FIGS. 7(a)
and 7(b), entantionmerically pure HK-16 compounds were
tested and revealed different inhibition properties against
these cancer cell lines. HK-16-P2 (Peak 2) inhibited growth
of both cell lines (FIG. 7a). Interestingly, the 8988T pan-
creatic cancer cell line was more sensitive to HK-16 (peak
2) and was sensitive at a lower dose of compound. This
cancer cell line comprises (harbors) a mutation in a com-
ponent of the mitochondrial folate pathway. Specifically, one
or more cells in this line comprise a mutation in the

downstream mitochondrial folate enzyme, MTHFDIL.
Cell Growth Assays

Example 11: Rescue Effect in Human Cells Treated
with SHMT Inhibitors

Application of formate was shown to rescue the anti-
growth eflect in human cells treated with SHMT 1nhibitors.
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As shown 1n FIG. 8, the rescue eflect of formate in cells
treated with the SHMT2 inhibitor, HK-16 (peak 2) was
demonstrated 1 wild-type HEK293T cells treated with

pyrazolopyran Compounds specifically HK-16-P2 (Peak 2).
The mhibitory efiects of compound HK-16-P2 (Peak 2) at 10

uM 1n HEK293T cells were rescued upon co-culturing cells
with formate at 1 mM. This example indicates that, akin to
its use 1n anti-folate therapy, rescue with formate and
formate related compounds may be suitable to help limit or
decrease side eflects that may be associated with SHMT
inhibitors.

The described cell lines used in Examples 9-11 were

cultured 1n 96-well plates 1n Dulbecco’s modified eagle
media (DMEM) without pyruvate (CELLGRO) with 10%
dialysed fetal bovine serum (Invitrogen) in 5% CO2 at 37°

C. Approximately 2,500 cells were plated 1n each well 1n 90

ulL of media. After 24 hours cells were treated with various
concentrations of imhibitor (time=0 hours), with or without
formate. Growth was assessed at multiple time points
(time=0, 24, 48, 72 hours) through measurement of fluores-
cence at 595 nm (excitation at 3535 nm) on a BioTek micro
titer plate reader after incubation with resazurin (0.01]
mg/mlL for 1.5 hours). IC50 curves were generated from
percent inhibition of growth at 72 hours.

All publications and patents cited herein are hereby
incorporated by reference in their entirety.

Those skilled i the art will recognize, or be able to
ascertain using no more than routine experimentation, many
equivalents to the specific embodiments of the disclosure
described herein. Such equivalents are intended to be
encompassed by the following claims.

What 1s claimed 1s:

1. A method for treating cancer, compri Slng administering
to a mammalian subject in need thereof an effective amount
of one or more anti-cancer agents and a rescue therapy,
wherein the one or more anti-cancer agents includes a serine
hydroxymethyl transferase (SHMT) 1nhibitor and does not
include an antifolate compound.

2. The method of claim 1, wherein the rescue therapy 1s
a formate salt or folinic acid.

3. The method of claim 1, wherein the rescue therapy
comprises formate, formate salt, formate ester or leucovorin.

4. The method of claim 1, wherein the cancer 1s a
hematological malignancy.

5. The method of claim 1, wherein the cancer 1s a solid

fumor cancetr.

6. A method for treating cancer, compri smg administering
to a mammalian subject 1n need thereof an effective amount
ol an anti-cancer therapeutic regimen consisting essentially
of a serine hydroxymethyl transferase (SHMT) inhibitor and
a rescue therapy.

7. A method of treating a solid tumor cancer, comprising,
administering to a mammalian subject in need thereol an

ellective amount of one or more anti-cancer agents and a
rescue therapy, wherein the one or more anti-cancer agents
includes compound of Formula (VI), or a pharmaceutically

acceptable salt thereof, and does not include an antifolate
compound:
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R* is selected from —H,

Formula (VI)

wherein:
R° R' and R* are each independently selected from —H,

halogen, hydroxyl, nitro, nitrile, —SOR"'', —S(O),R"",
—S(0),NR'""R"*, —OR'', —OC(OR'?, —C(O)
OR'?, —C(O)R'", —C(O)NR'’R'?, —NR'"R'?,
—N(R")c(O)R", —NS(0),R"* substituted or unsub-
stituted C,-C, alkyl, substituted or unsubstituted
cycloalkyl, substituted or unsubstituted heterocyclyl,
substituted or unsubstituted aryl, substituted or unsub-
stituted heteroaryl substituted or unsubstituted arylal-
kyl, substituted or unsubstituted heteroarylalkyl, sub-
stituted or unsubstituted C, -C, haloalkyl, or substituted
or unsubstituted C,-C, haloalkoxy;

R> is selected from —H, halogen, hydroxyl, nitro, nitrile,

—SOR", —S(0O),R", —S(0O),NR'°R"*, —OR",
—OC(O)R!?, —C(O)OR?2, —C(OR!Y, —C(0)
NRIDRlzj _1\{1{1131{12j —N(RIZ)C(O)Rllj

—NS(O),R"?, substituted or unsubstituted C, -C,, alkyl,
substituted or unsubstituted cycloalkyl, substituted or
unsubstituted heterocyclyl, substituted or unsubstituted

aryl, substituted or unsubstituted heteroaryl, substituted
or unsubstituted arylalkyl, substituted or unsubstituted

heteroarylalkyl, substituted or unsubstituted C,-Ci
haloalkyl, or substituted or unsubstituted C,-C,
haloalkoxy;

substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted cycloalkyl,
substituted or unsubstituted aryl, substituted or unsub-
stituted heteroaryl, substituted or unsubstituted arylal-
kyl, or substituted or unsubstituted heteroarylalkyl;

R, R® and R’ are each independently selected from —H,

—C(O)R", substituted or unsubstituted C,-C, alkyl,
substituted or unsubstituted cycloalkyl, substituted or
unsubstituted aryl, substituted or unsubstituted het-
croaryl, substituted or unsubstituted arylalkyl, or sub-
stituted or unsubstituted heteroarylalkyl, or R> is
selected from any of the foregoing and R°® and R’, taken
together with the nitrogen atom to which they are
attached, form a substituted or unsubstituted 3-6 mem-
bered ring;

each occurrence of R" is independently selected from

substituted or unsubstituted C,-C alkyl, substituted or
unsubstituted cycloalkyl, substituted or unsubstituted

heterocyclyl, substituted or unsubstituted aryl, or sub-
stituted or unsubstituted heteroaryl; and

each occurrence of R'” and R'* is each independently

selected from —H, substituted or unsubstituted C,-C,
alkyl, substituted or unsubstituted cycloalkyl, substi-
tuted or unsubstituted heterocyclyl, substituted or
unsubstituted aryl, or substituted or unsubstituted het-

eroaryl.
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8. The method according to claim 7, wherein the com-
pound 1s represented by Formula (VIa), or a pharmaceuti-
cally acceptable salt thereof:

Formula (VIa)

10

15

9. The method according to claim 7, wherein the com- ,,
pound 1s represented by Formula (VIb), or a pharmaceuti-
cally acceptable salt thereof:

25

Formula (VIb)

30
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40
10. The method according to claim 7, wherein R” is

selected from hydroxyl, —S(O),R'', —S(O),NR'"R'?,
—OR", —c(O)NR'’R"?, —NR'"R*?, —N(R'*)C(O)R"*,
or —NS(O),R".

11. The method according to claim 7, wherein R' and R* 45
are each independently selected from —H, halogen,
hydroxyl, nitro, nitrile, —OR"", substituted or unsubstituted
C,-C, alkyl, substituted or unsubstituted C,-C, haloalkyl, or
substituted or unsubstituted C,-C. haloalkoxy.

12. The method according to claim 7, wherein R is
selected from methyl, ethyl, propyl, 1sopropyl, cyclopropyl,
or cyclobutyl.

50

13. The method according to claim 7, wherein R” is

selected from methyl, ethyl, i1sopropyl, cyclopropyl, ;5
cyclobutyl, cyclopentyl, cyclohexyl, phenyl or benzyl.

14. The method according to claim 7, wherein R°, R® and
R’ are each independently selected from —H, methyl, ethy],
1sopropyl, cyclopropyl, cyclobutyl, cyclopentyl, cyclohexyl,

phenyl, benzyl, or —COCH,. 60

15. The method according to claim 7, wherein R> and R°® Chs,
are each independently selected from —H, methyl or phe- >\ CN

~
nyl. y /4 ‘ ‘
* . . 7 . L
16. The method accordling to ClaII‘H 7, Whereu? R"1s —H. 4 \N _____,__.\O /\NH
17. The method according to claim 7, wherein the com- H 2

pound 1s selected from:
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-continued -continued
Cl
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or a pharmaceutically acceptable salt of any of the fore-

going.
18. The method according to claim 7, wherein the com-
pound 1s
5
10
15

or a pharmaceutically acceptable salt thereof.

19. The method according to claim 7, wherein the method
further comprises administering an additional anti-cancer »g
agent.

94
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